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ABSTRACT 

The present invention relates generally to the field of human genetics. Specifically, the present invention relates to methods and materials used to isolate and detect a human breast cancer predisposing gene (BRCA2), some mutant alleles of which cause susceptibility to cancer, in particular breast cancer. More specifically, the invention relates to germline 

mutations in the BRCA2 gene and their use in the diagnosis of predisposition to breast cancer. The present invention further relates to somatic mutations in the BRCA2 gene in human breast cancer and their use in the diagnosis and prognosis of human breast cancer. Additionally, the invention relates to somatic mutations in the BRCA2 gene in other human 

cancers and their use in the diagnosis and prognosis of human cancers. The invention also relates to the therapy of human cancers which have a mutation in the BRCA2 gene, including gene therapy, protein replacement therapy and protein mimetics. The invention further relates to the screening of drugs for cancer therapy. Finally, the invention relates to 

the screening of the BRCA2 gene for mutations, which are useful for diagnosing the predisposition to breast cancer. 
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CLAIMS(30) 

What is claimed is:  

1. An isolated DNA molecule coding for a BRCA2 polypeptide, said DNA molecule comprising a nucleic acid sequence encoding the amino acid sequence set forth in SEQ ID NO:2. 

2. The isolated DNA molecule of claim 1, wherein said DNA molecule comprises the nucleotide sequence set forth in SEQ ID NO:1. 

3. The isolated DNA molecule of claim 1, wherein said DNA molecule is an allelic variant of the nucleotide sequence set forth in SEQ ID NO:1. 

4. The isolated DNA molecule of claim 1, which contains BRCA2 regulatory sequences. 

5. An isolated DNA molecule comprising at least 15 contiguous nucleotides of the DNA molecule of claim 1. 

6. An isolated DNA molecule coding for a mutated form of the BRCA2 polypeptide set forth in SEQ ID NO:2, wherein said mutated form of the BRCA2 polypeptide is associated with susceptibility to cancer. 

7. The isolated DNA molecule of claim 6, wherein the DNA molecule comprises a mutated nucleotide sequence set forth in SEQ ID NO:1. 

8. The isolated DNA molecule of claim 7, wherein the mutation is selected from the group consisting of a deletion mutation, a nonsense mutation, an insertion mutation and a missense mutation. 

9. An isolated DNA molecule comprising at least 15 contiguous nucleotides of the DNA of claim 6. 

10. The isolated DNA molecule of claim 6 selected from the group consisting of:  

(a) SEQ ID NO:1 having AC at nucleotide positions 277 and 278 deleted; 

(b) SEQ ID NO:1 having four nucleotides at positions 982-985 deleted; 

http://patentimages.storage.googleapis.com/pages/US5837492-8.png
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(c) SEQ ID NO:1 having four nucleotides at positions 4706-4709 deleted; 

(d) SEQ ID NO:1 having C at nucleotide position 8525 deleted; 

(e) SEQ ID NO:1 having five nucleotides at positions 9254-9258 deleted; 

(f) SEQ ID NO:1 having GT at nucleotide positions 4075 and 4076 deleted; 

(g) SEQ ID NO:1 having five nucleotides at positions 999-1003 deleted; 

(h) SEQ ID NO:1 having T at nucleotide position 6174 deleted; 

(i) SEQ ID NO:1 having three nucleotides at positions 4132-4134 deleted; 

(j) SEQ ID NO:1 having a C instead of a G at position 451; 

(k) SEQ ID NO:1 having a C instead of an A at position 1093; 

(l) SEQ ID NO:1 having a C instead of a G at position 1291; 

(m) SEQ ID NO:1 having A at position 1493 deleted; 

(n) SEQ ID NO:1 having a T instead of a C at position 2117; 

(o) SEQ ID NO:1 having a C instead of an A at position 2411; 

(p) SEQ ID NO:1 having an A instead of a G at position 4813; 

(q) SEQ ID NO:1 having a G instead of a T at position 5868; 

(r) SEQ ID NO:1 having a T instead of a C at position 5972; 

(s) SEQ ID NO:1 having a T instead of a C at position 6328; 

(t) SEQ ID NO:1 having a T instead of a G at position 7049; 

(u) SEQ ID NO:1 having a C instead of a G at position 7491; 

(v) SEQ ID NO:1 having a G instead of an A at position 9537; 

(w) SEQ ID NO:1 having a T instead of an A at position 10204; 

(x) SEQ ID NO:1 having a G instead of a C at position 10298; 



(y) SEQ ID NO:1 having a G instead of an A at position 10462; 

(z) SEQ ID NO:1 having an A instead of a G at position 203; 

(aa) SEQ ID NO:1 having an A instead of a C at position 1342; 

(bb) SEQ ID NO:1 having a C instead of a T at position 2457; 

(cc) SEQ ID NO:1 having a G instead of an A at position 3199; 

(dd) SEQ ID NO:1 having a G instead of an A at position 3624; 

(ee) SEQ ID NO:1 having a G instead of an A at position 3668; 

(ff) SEQ ID NO:1 having a C instead of a T at position 4035; 

(gg) SEQ ID NO:1 having a G instead of an A at position 7470; 

(hh) SEQ ID NO:1 having a G instead of an A at position 1593; 

(ii) SEQ ID NO:1 having an A instead of a G at position 4296; 

(jj) SEQ ID NO:1 having a G instead of an A at position 5691; 

(kk) SEQ ID NO:1 having a G instead of an A at position 6051; 

(ll) SEQ ID NO:1 having a C instead of a T at position 6828; and 

(mm) SEQ ID NO:1 having a C instead of a T at position 6921. 

11. A replicative cloning vector which comprises the isolated DNA molecule of claim 1, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 1, and a replicon operative in a host cell. 

12. A replicative cloning vector which comprises the isolated DNA molecule of claim 2, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 2, and a replicon operative in a host cell. 

13. A replicative cloning vector which comprises the isolated DNA molecule of claim 3, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 3, and a replicon operative in a host cell. 

14. A replicative cloning vector which comprises the isolated DNA molecule of claim 6, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 6, and a replicon operative in a host cell. 

15. A replicative cloning vector which comprises the isolated DNA molecule of claim 7, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 7, and a replicon operative in a host cell. 

16. An expression vector which comprises the isolated DNA of claim 1, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 1, operably linked to transcription regulatory regions. 

17. An expression vector which comprises the isolated DNA of claim 2, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 2, operably linked to transcription regulatory regions. 



18. An expression vector which comprises the isolated DNA of claim 3, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 3, operably linked to transcription regulatory regions. 

19. An expression vector which comprises the isolated DNA of claim 6, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 6, operably linked to transcription regulatory regions. 

20. An expression vector which comprises the isolated DNA of claim 7, or at least 15 contiguous nucleotides of the isolated DNA molecule of claim 7, operably linked to transcription regulatory regions. 

21. An isolated host cell transformed with the expression vector of claim 16. 

22. An isolated host cell transformed with the expression vector of claim 17. 

23. An isolated host cell transformed with the expression vector of claim 18. 

24. An isolated host cell transformed with the expression vector of claim 19. 

25. An isolated host cell transformed with the expression vector of claim 20. 

26. A method of producing recombinant BRCA2 polypeptide which comprises culturing the cells of claim 21 under conditions effective for the production of said BRCA2 polypeptide and harvesting the recombinant BRCA2 polypeptide. 

27. A method of producing recombinant BRCA2 polypeptide which comprises culturing the cells of claim 22 under conditions effective for the production of said BRCA2 polypeptide and harvesting the recombinant BRCA2 polypeptide. 

28. A method of producing recombinant BRCA2 polypeptide which comprises culturing the cells of claim 23 under conditions effective for the production of said BRCA2 polypeptide and harvesting the recombinant BRCA2 polypeptide. 

29. A pair of single-stranded DNA primers of at least 15 nucleotides in length for determination of the nucleotide sequence of a BRCA2 gene by a polymerase chain reaction, the sequence of said primers being isolated from human chromosome 13, wherein the use of said primers in a polymerase chain reaction results in the synthesis of DNA comprising all 

or at least 15 contiguous nucleotides of the BRCA2 gene. 

30. The pair of primers of claim 29 wherein said BRCA2 gene has the nucleotide sequence set forth in SEQ ID NO:1. 

DESCRIPTION 

CROSS REFERENCE TO RELATED APPLICATION 

This application is a continuation-in-part of application Ser. No. 08/585,391, filed on 11 Jan. 1996, now abandoned, which is a continuation-in-part of application Ser. No. 08/576,559 filed on 21 Dec. 1995, now abandoned, which is a continuation-in-part of application Ser. No. 08/575,359, filed on 20 Dec. 1995, now abandoned, which is a continuation-in-part 

of application Ser. No. 08/573,779, filed on 18 Dec. 1995, now abandoned, all of which are incorporated herein by reference. 

FIELD OF THE INVENTION  

The present invention relates generally to the field of human genetics. Specifically, the present invention relates to methods and materials used to isolate and detect a human cancer predisposing gene (BRCA2), some mutant alleles of which cause susceptibility to cancer, in particular, breast cancer in females and males. More specifically, the invention 

relates to germline mutations in the BRCA2 gene and their use in the diagnosis of predisposition to breast cancer. The present invention further relates to somatic mutations in the BRCA2 gene in human breast cancer and their use in the diagnosis and prognosis of human breast cancer. Additionally, the invention relates to somatic mutations in the BRCA2 

gene in other human cancers and their use in the diagnosis and prognosis of human cancers. The invention also relates to the therapy of human cancers which have a mutation in the BRCA2 gene, including gene therapy, protein replacement therapy and protein mimetics. The invention further relates to the screening of drugs for cancer therapy. Finally, the 

invention relates to the screening of the BRCA2 gene for mutations, which are useful for diagnosing the predisposition to breast cancer. 

The publications and other materials used herein to illuminate the background of the invention, and in particular, cases to provide additional details respecting the practice, are incorporated herein by reference, and for convenience, are referenced by author and date in the following text and respectively grouped in the appended List of References. 



BACKGROUND OF THE INVENTION  

The genetics of cancer is complicated, involving multiple dominant, positive regulators of the transformed state (oncogenes) as well as multiple recessive, negative regulators (tumor suppressor genes). Over one hundred oncogenes have been characterized. Fewer than a dozen tumor suppressor genes have been identified, but the number is expected to 

increase beyond fifty (Knudson, 1993). 

The involvement of so many genes underscores the complexity of the growth control mechanisms that operate in cells to maintain the integrity of normal tissue. This complexity is manifest in another way. So far, no single gene has been shown to participate in the development of all, or even the majority of human cancers. The most common oncogenic 

mutations are in the H-ras gene, found in 10-15% of all solid tumors (Anderson et al., 1992). The most frequently mutated tumor suppressor genes are the TP53 gene, homozygously deleted in roughly 50% of all tumors, and CDKN2, which was homozygously deleted in 46% of tumor cell lines examined (Kamb et al., 1994a). Without a target that is common 

to all transformed cells, the dream of a "magic bullet" that can destroy or revert cancer cells while leaving normal tissue unharmed is improbable. The hope for a new generation of specifically targeted antitumor drugs may rest on the ability to identify tumor suppressor genes or oncogenes that play general roles in control of cell division. 

The tumor suppressor genes which have been cloned and characterized influence susceptibility to: 1) Retinoblastoma (RB1); 2) Wilms' tumor (WT1); 3) Li-Fraumeni (TP53); 4) Familial adenomatous polyposis (APC); 5) Neurofibromatosis type 1 (NF 1); 6) Neurofibromatosis type 2 (NF2); 7) von Hippel-Lindau syndrome (VHL); 8) Multiple endocrine neoplasia 

type 2A (MEN2A); and 9) Melanoma (CDKN2). 

Tumor suppressor loci that have been mapped genetically but not yet isolated include genes for: Multiple endocrine neoplasia type 1 (MEN1); Lynch cancer family syndrome 2 (LCFS2); Neuroblastoma (NB); Basal cell nevus syndrome (BCNS): Beckwith-Wiedemann syndrome (BWS); Renal cell carcinoma (RCC); Tuberous sclerosis 1 (TSC1); and Tuberous 

sclerosis 2 (TSC2). The tumor suppressor genes that have been characterized to date encode products with similarities to a variety of protein types, including DNA binding proteins (WT1), ancillary transcription regulators (RB 1), GTPase activating proteins or GAPs (NF1), cytoskeletal components (NF2), membrane bound receptor kinases (MEN2A), cell 

cycle regulators (CDKN2) and others with no obvious similarity to known proteins (APC and VHL). 

In many cases, the tumor suppressor gene originally identified through genetic studies has been shown to be lost or mutated in some sporadic tumors. This result suggests that regions of chromosomal aberration may signify the position of important tumor suppressor genes involved both in genetic predisposition to cancer and in sporadic cancer. 

One of the hallmarks of several tumor suppressor genes characterized to date is that they are deleted at high frequency in certain tumor types. The deletions often involve loss of a single allele, a so-called loss of heterozygosity (LOH), but may also involve homozygous deletion of both alleles. For LOH, the remaining allele is presumed to be nonfunctional, 

either because of a preexisting inherited mutation, or because of a secondary sporadic mutation. 

Breast cancer is one of the most significant diseases that affects women. At the current rate, American women have a 1 in 8 risk of developing breast cancer by age 95 (American Cancer Society, 1992). Treatment of breast cancer at later stages is often futile and disfiguring, making early detection a high priority in medical management of the disease. 

Ovarian cancer, although less frequent than breast cancer, is often rapidly fatal and is the fourth most common cause of cancer mortality in American women. Genetic factors contribute to an ill-defined proportion of breast cancer incidence, estimated to be about 5% of all cases but approximately 25% of cases diagnosed before age 40 (Claus et al., 1991). 

Breast cancer has been subdivided into two types, early-age onset and late-age onset, based on an inflection in the age-specific incidence curve around age 50. Mutation of one gene, BRCA1, is thought to account for approximately 45% of familial breast cancer, but at least 80% of families with both breast and ovarian cancer (Easton et al., 1993). 

The BRCA1 gene has been isolated (Futreal et al., 1994; Miki et al., 1994) following an intense effort following its mapping in 1990 (Hall et al., 1990; Narod et al., 1991). A second locus, BRCA2, has recently been mapped to chromosome 13 (Wooster et al., 1994) and appears to account for a proportion of early-onset breast cancer roughly equal to BRCA1, 

but confers a lower risk of ovarian cancer. The remaining susceptibility to early-onset breast cancer is divided between as-yet unmapped genes for familial cancer, and rarer germline mutations in genes such as TP53 (Malkin et al., 1990). It has also been suggested that heterozygote carriers for defective forms of the Ataxia-Telangiectasia gene arc at higher 

risk for breast cancer (Swift et al., 1976; Swift et al., 1991). Late-age onset breast cancer is also often familial although the risks in relatives are not as high as those for early-onset breast cancer (Cannon-Albright et al., 1994; Mettlin et al., 1990). However, the percentage of such cases due to genetic susceptibility is unknown. 

Breast cancer has long been recognized to be, in part, a familial disease (Anderson, 1972). Numerous investigators have examined the evidence for genetic inheritance and concluded that the data are most consistent with dominant inheritance for a major susceptibility locus or loci (Bishop and Gardner, 1980; Go et al., 1983; Williams and Anderson, 1984; 

Bishop et al., 1988; Newman et al., 1988; Claus et al., 1991). Recent results demonstrate that at least three loci exist which convey susceptibility to breast cancer as well as other cancers. These loci are the TP53 locus on chromosome 17p (Malkin et al., 1990), a 17q-linked susceptibility locus known as BRCA1 (Hall et al., 1990), and one or more loci 

responsible for the unmapped residual. Hall et al. (1990) indicated that the inherited breast cancer susceptibility in kindreds with early age onset is linked to chromosome 17q21; although subsequent studies by this group using a more appropriate genetic model partially refuted the limitation to early onset breast cancer (Margaritte et al., 1992). 

Most strategies for cloning the chromosome 13-linked breast cancer predisposing gene (BRCA2) require precise genetic localization studies. The simplest model for the functional role of BRCA2 holds that alleles of BRCA2 that predispose to cancer are recessive to wild type alleles; that is, cells that contain at least one wild type BRCA2 allele are not 

cancerous. However, cells that contain one wild type BRCA2 allele and one predisposing allele may occasionally suffer loss of the wild type allele either by random mutation or by chromosome loss during cell division (nondisjunction). All the progeny of such a mutant cell lack the wild type function of BRCA2 and may develop into tumors. According to this 

model, predisposing alleles of BRCA2 are recessive, yet susceptibility to cancer is inherited in a dominant fashion: women who possess one predisposing allele (and one wild type allele) risk developing cancer, because their mammary epithelial cells may spontaneously lose the wild type BRCA2 allele. This model applies to a group of cancer susceptibility 

loci known as tumor suppressors or antioncogenes, a class of genes that includes the retinoblastoma gene and neurofibromatosis gene. By inference this model may explain the BRCA1 function, as has recently been suggested (Smith et al., 1992). 

A second possibility is that BRCA2 predisposing alleles are truly dominant; that is, a wild type allele of BRCA2 cannot overcome the tumor forming role of the predisposing allele. Thus, a cell that carries both wild type and mutant alleles would not necessarily lose the wild type copy of BRCA2 before giving rise to malignant cells. Instead, mammary cells in 

predisposed individuals would undergo some other stochastic change(s) leading to cancer. 



If BRCA2 predisposing alleles are recessive, the BRCA2 gene is expected to be expressed in normal mammary tissue but not functionally expressed in mammary tumors. In contrast, if BRCA2 predisposing alleles are dominant, the wild type BRCA2 gene may or may not be expressed in normal manmmary tissue. However, the predisposing allele will likely 

be expressed in breast tumor cells. 

The chromosome 13 linkage of BRCA2 was independently confirmed by studying fifteen families that had multiple cases of early-onset breast cancer cases that were not linked to BRCA1 (Wooster et al., 1994). These studies claimed to localize the gene within a large region, 6 centiMorgans (cM), or approximately 6 million base pairs, between the markers 

D13S289 and D13S267, placing BRCA2 in a physical region defined by 13q12--13. The size of these regions and the uncertainty associated with them has made it difficult to design and implement physical mapping and/or cloning strategies for isolating the BRCA2 gene. Like BRCA1, BRCA2 appears to confer a high risk of early-onset breast cancer in 

females. However, BRCA2 does not appear to confer a substantially elevated risk of ovarian cancer, although it does appear to confer an elevated risk of male breast cancer (Wooster, et al., 1994). 

Identification of a breast cancer susceptibility locus would permit the early detection of susceptible individuals and greatly increase our ability to understand the initial steps which lead to cancer. As susceptibility loci are often altered during tumor progression, cloning these genes could also be important in the development of better diagnostic and prognostic 

products, as well as better cancer therapies. 

SUMMARY OF THE INVENTION  

The present invention relates generally to the field of human genetics. Specifically, the present invention relates to methods and materials used to isolate and detect a human breast cancer predisposing gene (BRCA2), some alleles of which cause susceptibility to cancer, in particular breast cancer in females and males. More specifically, the present 

invention relates to germline mutations in the BRCA2 gene and their use in the diagnosis of predisposition to breast cancer. The invention further relates to somatic mutations in the BRCA2 gene in human breast cancer and their use in the diagnosis and prognosis of human breast cancer. Additionally, the invention relates to somatic mutations in the BRCA2 

gene in other human cancers and their use in the diagnosis and prognosis of human cancers. The invention also relates to the therapy of human cancers which have a mutation in the BRCA2 gene, including gene therapy, protein replacement therapy and protein mimetics. The invention further relates to the screening of drugs for cancer therapy. Finally, the 

invention relates to the screening of the BRCA2 gene for mutations, which are useful for diagnosing the predisposition to breast cancer. 

BRIEF DESCRIPTION OF THE DRAWINGS  

FIG. 1 shows a schematic map of STSs, P1s, BACs and YACs in the BRCA2 region. 

FIG. 2 shows the sequence-space relationship between the cDNA clones, hybrid selected clones, cDNA PCR products and genomic sequences used to assemble the BRCA2 transcript sequence. 2-Br-C:RACE is a biotin-capture RACE product obtained from both human breast and human thymus cDNA. The cDNA clone λ sC713.1 was identified by 

screening a pool of human testis and HepG2 cDNA libraries with hybrid selected clone GT 713. The sequence 1-BR:CG026→5kb was generated from a PCR product beginning at the exon 7/8 junction (within λ sC713.1) and terminating within an hybrid selected clone that is part of exon 11. The sequence of exon 11 was corrected by comparison to hybrid 

selected clones, genomic sequence in the public domain and radioactive DNA sequencing gels. hlybrid selected clones located within that exon (clone names beginning with nH or GT) are placed below it. The cDNA clones λ wCBF1B8.1, λ wCBF1A5.1, λ wCBF1A5.12, λ wCBF1B6.2 and λ wCBF1B6.3 were identified by screening a pool of human mammary 

gland, placenta, testis and HepG2 cDNA libraries with the exon trapped clones wXBF1B8, wXPF1A5 and wXBF1B6. The clone λ wCBF1B6.3 is chimeric (indicated by the dashed line), but its 5' end contained an important overlap with λ wCBF11A5.1. denotes the translation initiator. denotes the translation terminator. 

FIGS. 3A-3D show the DNA sequence of the BRCA2 gene (which is also set forth in SEQ ID NO: 1). 

FIG. 4 shows the genomic organization of the BRCA2 gene. The exons (boxes and/or vertical lines) are parsed across the genomic sequences (ftp://genome.wustl.edu/pub/gscl/brca;) (horizontal lines) such that their sizes and spacing are proportional. The name of each genomic sequence is given at the left side of the figure. The sequences 92M18.00541 

and 92M18.01289 actually overlap. Distances between the other genomic sequences are not known. Neither the public database nor our sequence database contained genomic sequences overlapping with exon 21. Exons 1, 11 and 21 are numbered. "*" denotes two adjacent exons spaced closely enough that they are not resolved at this scale. 

FIGS. 5A-5D show a loss of heterozygosity (LOH) analysis of primary breast tumors. Alleles of STR markers are indicated below the chromatogram. Shown are one example of a tumor heterozygous at BRCA2 (FIGS. 5A and 5B) and an example of a tumor with LOH at BRCA2 (FIGS. 5C and 5D). Fluorescence units are on the ordinate; size in basepairs is 

on the abscissa. N is for normal (FIGS. 5A and 5C) and T is for tumor (FIGS. 5B and 5D). 

DETAILED DESCRIPTION OF THE INVENTION  

The present invention relates generally to the field of human genetics. Specifically, the present invention relates to methods and materials used to isolate and detect a human breast cancer predisposing gene (BRCA2), some alleles of which cause susceptibility to cancer, in particular breast cancer in females and males. More specifically, the present 

invention relates to germline mutations in the BRCA2 gene and their use in the diagnosis of predisposition to breast cancer. The invention further relates to somatic mutations in the BRCA2 gene in human breast cancer and their use in the diagnosis and prognosis of human breast cancer. Additionally, the invention relates to somatic mutations in the BRCA2 

gene in other human cancers and their use in the diagnosis and prognosis of human cancers. IThe invention also relates to the therapy of human cancers which have a mutation in the BRCA2 gene, including gene therapy, protein replacement therapy and protein mimetics. The invention further relates to the screening of drugs for cancer therapy. Finally, the 

invention relates to the screening of the BRCA2 gene for mutations, which are useful for diagnosing the predisposition to breast cancer. 



The present invention provides an isolated polynucleotide comprising all, or a portion of the BRCA2 locus or of a mutated BRCA2 locus, preferably at least eight bases and not more than about 100 kb in length. Such polynucleotides may be antisense polynucleotidcs. The present invention also provides a recombinant construct comprising such an isolated 

polynucleotide, for example, a recombinant construct suitable for expression in a transformed host cell. 

Also provided by the present invention are methods of detecting a polynucleotide comprising a portion of the BRCA2 locus or its expression product in an analyte. Such methods may further comprise the step of amplifying the portion of the BRCA2 locus, and may further include a step of providing a set of polynucleotides which are primers for amplification of 

said portion of the BRCA2 locus. The method is useful for either diagnosis of the predisposition to cancer or the diagnosis or prognosis of cancer. 

The present invention also provides isolated antibodies, preferably monoclonal antibodies, which specifically bind to an isolated polypeptide comprised of at least five amino acid residues encoded by the BRCA2 locus. 

The present invention also provides kits for detecting in an analyte a polynucleotide comprising a portion of the BRCA2 locus, the kits comprising a polynucleotide complementary to the portion of the BRCA2 locus packaged in a suitable container, and instructions for its use. 

The present invention further provides methods of preparing a polynucleotide comprising polymerizing nucleotides to yield a sequence comprised of at least eight consecutive nucleotides of the BRCA2 locus; and methods of preparing a polypeptide comprising polymerizing amino acids to yield a sequence comprising at least five amino acids encoded within 

the BRCA2 locus. 

The present invention further provides methods of screening the BRCA2 gene to identify mutations. Such methods may further comprise the step of amplifying a portion of the BRCA2 locus, and may further include a step of providing a set of polynucleotides which are primers for amplification of said portion of the BRCA2 locus. The method is useful for 

identifying mutations for use in either diagnosis of the predisposition to cancer or the diagnosis or prognosis of cancer. 

The present invention further provides methods of screening suspected BRCA2 mutant alleles to identify mutations in the BRCA2 gene. 

In addition, the present invention provides methods of screening drugs for cancer therapy to identify suitable drugs for restoring BRCA2 gene product function. 

Finally, the present invention provides the means necessary for production of gene-based therapies directed at cancer cells. These therapeutic agents may take the form of polynucleotides comprising all or a portion of the BRCA2 locus placed in appropriate vectors or delivered to target cells in more direct ways such that the function of the BRCA2 protein is 

reconstituted. Therapeutic agents may also take the form of polypeptides based on either a portion of, or the entire protein sequence of BRCA2. These may functionally replace the activity of BRCA2 in vivo. 

It is a discovery of the present invention that the BRCA2 locus which predisposes individuals to breast cancer, is a gene encoding a BRCA2 protein. This gene is termed BRCA2 herein. It is a discovery of the present invention that mutations in the BRCA2 locus in the germline are indicative of a predisposition to breast cancer in both men and women. Finally, 

it is a discovery of the present invention that somatic mutations in the BRCA2 locus are also associated with breast cancer and other cancers, which represents an indicator of these cancers or of the prognosis of these cancers. The mutational events of the BRCA2 locus can involve deletions, insertions and point mutations within the coding sequence and 

the non-coding sequence. 

Starting from a region on human chromosome 13 of the human genome, which has a size estimated at about 6 million base pairs, a smaller region of 1 to 1.5 million bases which contains a genetic locus, BRCA2, which causes susceptibility to cancer, including breast cancer, has been identified. 

The region containing the BRCA2 locus was identified using a variety of genetic techniques. Genetic mapping techniques initially defined the BRCA2 region in terms of recombination with genetic markers. Based upon studies of large extended families ("kindreds") with multiple cases of breast cancer, a chromosomal region has been pinpointed that contains 

the BRCA2 gene. A region which contains the BRCA2 locus is physically bounded by the markers D13S289 and D13S267. 

The use of the genetic markers provided by this invention allowed the identification of clones which cover the region from a human yeast artificial chromosome (YAC) or a human bacterial artificial chromosome (BAC) library. It also allowed for the identification and preparation of more easily manipulated P1 and BAC clones from this region and the 

construction of a contig from a subset of the clones. These P1s, YACs and BACs provide the basis for cloning the BRCA2 locus and provide the basis for developing reagents effective, for example, in the diagnosis and treatment of breast and/or ovarian cancer. The BRCA2 gene and other potential susceptibility genes have been isolated from this region. 

The isolation was done using software trapping (a computational method for identifying sequences likely to contain coding exons, from contiguous or discontinuous genomic DNA sequences), hybrid selection techniques and direct screening, with whole or partial cDNA inserts from P1s and BACs, in the region to screen cDNA libraries. These methods were 

used to obtain sequences of loci expressed in breast and other tissue. These candidate loci were analyzed to identify sequences which confer cancer susceptibility. We have discovered that there are mutations in the coding sequence of the BRCA2 locus in kindreds which are responsible for the chromosome 13-linked cancer susceptibility known as BRCA2. 

The present invention not only facilitates the early detection of certain cancers, so vital to patient survival, but also permits the detection of susceptible individuals before they develop cancer. 

Population Resources 



Large, well-documented Utah kindreds are especially important in providing good resources for human genetic studies. Each large kindred independently provides the power to detect whether a BRCA2 susceptibility allele is segregating in that family. Recombinants informative for localization and isolation of the BRCA2 locus could be obtained only from 

kindreds large enough to confirm the presence of a susceptibility allele. Large sibships are especially important for studying breast cancer, since penetrance of the BRCA2 susceptibility allele is reduced both by age and sex, making informative sibships difficult to find. Furthermore, large sibships are essential for constructing haplotypes of deceased 

individuals by inference from the haplotypes of their close relatives. 

While other populations may also provide beneficial information, such studies generally require much greater effort, and the families are usually much smaller and thus less informative. 

Utah's age-adjusted breast cancer incidence is 20% lower than the average U.S. rate. The lower incidence in Utah is probably due largely to an early age at first pregnancy, increasing the probability that cases found in Utah kindreds carry a genetic predisposition. 

Genetic Mapping 

Given a set of informative families, genetic markers are essential for linking a disease to a region of a chromosome. Such markers include restriction fragment length polymorphisms (RFLPs) (Botstein et al., 1980), markers with a variable number of tandem repeats (VNTRs) (Jeffreys et al., 1985; Nakamura et al., 1987), and an abundant class of DNA 

polymorphisms based on short tandem repeats (STRs), especially repeats of CpA (Weber and May, 1989; Litt et al., 1989). To generate a genetic map, one selects potential genetic markers and tests them using DNA extracted from members of the kindreds being studied. 

Genetic markers useful in searching for a genetic locus associated with a disease can be selected on an ad hoc basis, by densely covering a specific chromosome, or by detailed analysis of a specific region of a chromosome. A preferred method for selecting genetic markers linked with a disease involves evaluating the degree of informativeness of kindreds 

to determine the ideal distance between genetic markers of a given degree of polymorphism, then selecting markers from known genetic maps which are ideally spaced for maximal efficiency. Informativeness of kindreds is measured by the probability that the markers will be heterozygous in unrelated individuals. It is also most efficient to use STR markers 

which are detected by amplification of the target nucleic acid sequence using PCR; such markers are highly informative, easy to assay (Weber and May, 1989), and can be assayed simultaneously using multiplexing strategies (Skolnick and Wallace, 1988), greatly reducing the number of experiments required. 

Once linkage has been established, one needs to find markers that flank the disease locus, i.e., one or more markers proximal to the disease locus, and one or more markers distal to the disease locus. Where possible, candidate markers can be selected from a known genetic map. Where none is known, new markers can be identified by the STR technique, 

as shown in the Examples. 

Genetic mapping is usually an iterative process. In the present invention, it began by defining flanking genetic markers around the BRCA2 locus, then replacing these flanking markers with other markers that were successively closer to the BRCA2 locus. As an initial step, recombination events, defined by large extended kindreds, helped specifically to 

localize the BRCA2 locus as either distal or proximal to a specific genetic marker (Wooster et al., 1994). 

The region surrounding BRCA2, until the disclosure of the present invention, was not well mapped and there were few markers. Therefore, short repetitive sequences were developed from cosmids, P1s, BACs and YACs, which physically map to the region and were analyzed in order to develop new genetic markers. Novel STRs were found which were both 

polymorphic and which mapped to the BRCA2 region. 

Physical Mapping 

Three distinct methods were employed to physically map the region. The first was the use of yeast artificial chromosomes (YACs) to clone the BRCA2 region. The second was the creation of a set of P1, BAC and cosmid clones which cover the region containing the BRCA2 locus. 

Yeast Artificial Chromosomes (YACs). Once a sufficiently small region containing the BRCA2 locus was identified, physical isolation of the DNA in the region proceeded by identifying a set of overlapping YACs which covers the region. Useful YACs can be isolated from known libraries, such as the St. Louis and CEPH YAC libraries, which are widely 

distributed and contain approximately 50,000 YACs each. The YACs isolated were from these publicly accessible libraries and can be obtained from a number of sources including the Michigan Genome Center. Clearly, others who had access to these YACs, without the disclosure of the present invention, would not have known the value of the specific YACs 

we selected since they would not have known which YACs were within, and which YACs outside of, the smallest region containing the BRCA2 locus. 

P1 and BAC Clones. In the present invention, it is advantageous to proceed by obtaining P1 and BAC clones to cover this region. The smaller size of these inserts, compared to YAC inserts, makes them more useful as specific hybridization probes. Furthermore, having the cloned DNA in bacterial cells, rather than in yeast cells, greatly increases the ease 

with which the DNA of interest can be manipulated, and improves the signal-to-noise ratio of hybridization assays. 

P1 and BAC clones are obtained by screening libraries constructed from the total human genome with specific sequence tagged sites (STSs) derived from the YACs, P1s and BACs, isolated as described herein. 

These P1 and BAC clones can be compared by interspersed repetitive sequence (IRS) PCR and/or restriction enzyme digests followed by gel electrophoresis and comparison of the resulting DNA fragments ("fingerprints") (Maniatis et al., 1982). The clones can also be characterized by the presence of STSs. The fingerprints are used to define an 



overlapping contiguous set of clones which covers the region but is not excessively redundant, referred to herein as a "minimum tiling path". Such a minimum tiling path forms the basis for subsequent experiments to identify cDNAs which may originate from the BRCA2 locus. 

P1 clones (Stemberg, 1990; Sternberg et al., 1990; Pierce et al., 1992; Shizuya et al., 1992) were isolated by Genome Sciences using PCR primers provided by us for screening. BACs were provided by hybridization techniques in Dr. Mel Simon's laboratory and by analysis of PCR pools in our laboratory. The strategy of using P1 and BAC clones also 

permitted the covering of the genomic region with an independent set of clones not derived from YACs. This guards against the possibility of deletions in YACs. These new sequences derived from the P1 and BAC clones provide the material for further screening for candidate genes, as described below. 

Gene Isolation. 

There are many techniques for testing genomic clones for the presence of sequences likely to be candidates for the coding sequence of a locus one is attempting to isolate, including but not limited to: (a) zoo blots, (b) identifying HTF islands, (c) exon trapping, (d) hybridizing cDNA to P1s, BAC or YACs and (e) screening cDNA libraries. 

(a) Zoo blots. The first technique is to hybridize cosmids to Southern blots to identify DNA sequences which are evolutionarily conserved, and which therefore give positive hybridization signals with DNA from species of varying degrees of relationship to humans (such as monkey, cow, chicken, pig, mouse and rat). Southern blots containing such DNA from a 

variety of species are commercially available (Clonetech, Cat. 7753-1). 

(b) Identifying HTF islands. The second technique involves finding regions rich in the nucleotides C and G, which often occur near or within coding sequences. Such sequences are called HTF (HpaI tiny fragment) or CpG islands, as restriction enzymes specific for sites which contain CpG dimers cut frequently in these regions (Lindsay et al., 1987). 

(c) Exon trapping. The third technique is exon trapping, a method that identifies sequences in genomic DNA which contain splice junctions and therefore are likely to comprise coding sequences of genes. Exon amplification (Buckler et al., 1991) is used to select and amplify exons from DNA clones described above. Exon amplification is based on the 

selection of RNA sequences which are flanked by functional 5' and/or 3' splice sites. The products of the exon amplification are used to screen the breast cDNA libraries to identify a manageable number of candidate genes for further study. Exon trapping can also be performed on small segments of sequenced DNA using computer programs or by software 

trapping. 

(d) Hybridizing cDNA to P1s, BACs or YACs. The fourth technique is a modification of the selective enrichment technique which utilizes hybridization of cDNA to cosmids, P1s, BACs or YACs and permits transcribed sequences to be identified in, and recovered from cloned genomic DNA (Kandpal et al., 1990). The selective enrichment technique, as 

modified for the present purpose, involves binding DNA from the region of BRCA2 present in a YAC to a column matrix and selecting cDNAs from the relevant libraries which hybridize with the bound DNA, followed by amplification and purification of the bound DNA, resulting in a great enrichment for cDNAs in the region represented by the cloned genomic 

DNA. 

(e) Identification of cDNAs. The fifth technique is to identify cDNAs that correspond to the BRCA2 locus. Hybridization probes containing putative coding sequences, selected using any of the above techniques, are used to screen various libraries, including breast tissue cDNA libraries and any other necessary libraries. 

Another variation on the theme of direct selection of cDNA can be used to find candidate genes for BRCA2 (Lovett et al., 1991; Futreal, 1993). This method uses cosmid, P1 or BAC DNA as the probe. The probe DNA is digested with a blunt cutting restriction enzyme such as HaeIII. Double stranded adapters are then ligated onto the DNA and serve as 

binding sites for primers in subsequent PCR amplification reactions using biotinylated primers. Target cDNA is generated from mRNA derived from tissue samples, e.g., breast tissue, by synthesis of either random primed or oligo(dT) primed first strand followed by second strand synthesis. The cDNA ends are rendered blunt and ligated onto double-stranded 

adapters. These adapters serve as amplification sites for PCR. The target and probe sequences are denatured and mixed with human Co t-1 DNA to block repetitive sequences. Solution hybridization is carried out to high Co t-1/2 values to ensure hybridization of rare target cDNA molecules. The annealed material is then captured on avidin beads, washed at 

high stringency and the retained cDNAs are eluted and amplified by PCR. The selected cDNA is subjected to further rounds of enrichment before cloning into a plasmid vector for analysis. 

Testing the cDNA for Candidacy 

Proof that the cDNA is the BRCA2 locus is obtained by finding sequences in DNA extracted from affected kindred members which create abnormal BRCA2 gene products or abnormal levels of BRCA2 gene product. Such BRCA2susceptibility alleles will co-segregate with the disease in large kindreds. They will also be present at a much higher frequency in 

non-kindred individuals with breast cancer then in individuals in the general population. Finally, since tumors often mutate somatically at loci which are in other instances mutated in the germline, we expect to see normal germline BRCA2 alleles mutated into sequences which are identical or similar to BRCA2 susceptibility alleles in DNA extracted from tumor 

tissue. Whether one is comparing BRCA2 sequences from tumor tissue to BRCA2 alleles from the germline of the same individuals, or one is comparing germline BRCA2 alleles from cancer cases to those from unaffected individuals, the key is to find mutations which are serious enough to cause obvious disruption to the normal function of the gene product. 

These mutations can take a number of forms. The most severe forms would be frame shift mutations or large deletions which would cause the gene to code for an abnormal protein or one which would significantly alter protein expression. Less severe disruptive mutations would include small in-frame deletions and nonconservative base pair substitutions 

which would have a significant effect on the protein produced, such as changes to or from a cysteine residue, from a basic to an acidic amino acid or vice versa, from a hydrophobic to hydrophilic amino acid or vice versa, or other mutations which would affect secondary, tertiary or quaternary protein structure. Silent mutations or those resulting in 

conservative amino acid substitutions would not generally be expected to disrupt protein function. 

According to the diagnostic and prognostic method of the present invention, alteration of the wild-type BRCA2 locus is detected. In addition, the method can be performed by detecting the wild-type BRCA2 locus and confirming the lack of a predisposition to cancer at the BRCA2 locus. "Alteration of a wild-type gene" encompasses all forms of mutations 

including deletions, insertions and point mutations in the coding and noncoding regions. Deletions may be of the entire gene or of only a portion of the gene. Point mutations may result in stop codons, frameshift mutations or amino acid substitutions. Somatic mutations are those which occur only in certain tissues, e.g., in the tumor tissue, and are not 



inherited in the germline. Germline mutations can be found in any of a body's tissues and are inherited. If only a single allele is somatically mutated, an early neoplastic state is indicated. However, if both alleles are somatically mutated, then a late neoplastic state is indicated. The finding of BRCA2 mutations thus provides both diagnostic and prognostic 

information. A BRCA2 allele which is not deleted (e.g., found on the sister chromosome to a chromosome carrying a BRCA2 deletion) can be screened for other mutations, such as insertions, small deletions, and point mutations. It is believed that many mutations found in tumor tissues will be those leading to decreased expression of the BRCA2 gene 

product. However, mutations leading to non-functional gene products would also lead to a cancerous state. Point mutational events may occur in regulatory regions, such as in the promoter of the gene, leading to loss or diminution of expression of the mRNA. Point mutations may also abolish proper RNA processing, leading to loss of expression of the 

BRCA2 gene product, or to a decrease in mRNA stability or translation efficiency. 

Useful diagnostic techniques include, but are not limited to fluorescent in situ hybridization (FISH), direct DNA sequencing, PFGE analysis, Southern blot analysis, single stranded conformation analysis (SSCA), RNase protection assay, allele-specific oligonucleotide (ASO), dot blot analysis and PCR-SSCP, as discussed in detail ftirther below. 

Predisposition to cancers, such as breast cancer, and the other cancers identified herein, can be ascertained by testing any tissue of a human for mutations of the BRCA2 gene. For example, a person who has inherited a germline BRCA2 mutation would be prone to develop cancers. This can be determined by testing DNA from any tissue of the person's 

body. Most simply, blood can be drawn and DNA extracted from the cells of the blood. In addition, prenatal diagnosis can be accomplished by testing fetal cells, placental cells or amniotic cells for mutations of the BRCA2 gene. Alteration of a wild-type BRCA2 allele, whether, for example, by point mutation or deletion, can be detected by any of the means 

discussed herein. 

There are several methods that can be used to detect DNA sequence variation. Direct DNA sequencing, either manual sequencing or automated fluorescent sequencing can detect sequence variation. For a gene as large as BRCA2, manual sequencing is very labor-intensive, but under optimal conditions, mutations in the coding sequence of a gene are 

rarely missed. Another approach is the single-stranded conformation polymorphism assay (SSCA) (Orita et al., 1989). This method does not detect all sequence changes, especially if the DNA fragment size is greater than 200 bp, but can be optimized to detect most DNA sequence variation. The reduced detection sensitivity is a disadvantage, but the 

increased throughput possible with SSCA makes it an attractive, viable alternative to direct sequencing for mutation detection on a research basis. The fragments which have shifted mobility on SSCA gels are then sequenced to determine the exact nature of the DNA sequence variation. Other approaches based on the detection of mismatches between the 

two complementary DNA strands include clamped denaturing gel electrophoresis (CDGE) (Sheffield et al., 1991), heteroduplex analysis (HA) (White et al., 1992) and chemical mismatch cleavage (CMC) (Grompe et al., 1989). None of the methods described above will detect large deletions, duplications or insertions, nor will they detect a regulatory mutation 

which affects transcription or translation of the protein. Other methods which might detect these classes of mutations such as a protein truncation assay or the asymmetric assay, detect only specific types of mutations and would not detect missense mutations. A review of currently available methods of detecting DNA sequence variation can be found in a 

recent review by Grompe (1993). Once a mutation is known, an allele specific detection approach such as allele specific oligonucleotide (ASO) hybridization can be utilized to rapidly screen large numbers of other samples for that same mutation. 

In order to detect the alteration of the wild-type BRCA2 gene in a tissue, it is helpful to isolate the tissue free from surrounding normal tissues. Means for enriching tissue preparation for tumor cells are known in the art. For example, the tissue may be isolated from paraffin or cryostat sections. Cancer cells may also be separated from normal cells by flow 

cytometry. These techniques, as well as other techniques for separating tumor cells from normal cells, are well known in the art. If the tumor tissue is highly contaminated with normal cells, detection of mutations is more difficult. 

A rapid preliminary analysis to detect polymorphisms in DNA sequences can be performed by looking at a series of Southern blots of DNA cut with one or more restriction enzymes, preferably with a large number of restriction enzymes. Each blot contains a series of normal individuals and a series of cancer cases, tumors, or both. Southern blots displaying 

hybridizing fragments (differing in length from control DNA when probed with sequences near or including the BRCA2 locus) indicate a possible mutation. If restriction enzymes which produce very large restriction fragments are used, then pulsed field gel electrophoresis (PFGE) is employed. 

Detection of point mutations may be accomplished by molecular cloning of the BRCA2 allele(s) and sequencing the allele(s) using techniques well known in the art. Alternatively, the gene sequences can be amplified directly from a genomic DNA preparation from the tumor tissue, using known techniques. The DNA sequence of the amplified sequences can 

then be determined. 

There are six well known methods for a more complete, yet still indirect, test for confirming the presence of a susceptibility allele: 1) single stranded conformation analysis (SSCA) (Orita et al., 1989); 2) denaturing gradient gel electrophoresis (DGGE) (Wartell et al., 1990; Sheffield et al., 1989); 3) RNase protection assays (Finkelstein et al., 1990; Kinszler et 

al., 1991); 4) allele-specific oligonucleotides (ASOs) (Conner et al., 1983); 5) the use of proteins which recognize nucleotide mismatches, such as the E. coli mutS protein (Modrich, 1991); and 6) allele-specific PCR (Rano & Kidd, 1989). For allele-specific PCR, primers are used which hybridize at their 3' ends to a particular BRCA2 mutation. If the particular 

BRCA2 mutation is not present, an amplification product is not observed. Amplification Refractory Mutation System (ARMS) can also be used, as disclosed in European Patent Application Publication No. 0332435 and in Newton et al., 1989. Insertions and deletions of genes can also be detected by cloning, sequencing and amplification. In addition, 

restriction fragment length polymorphism (RFLP) probes for the gene or surrounding marker genes can be used to score alteration of an allele or an insertion in a polymorphic fragment. 

Such a method is particularly useful for screening relatives of an affected individual for the presence of the BRCA2 mutation found in that individual. Other techniques for detecting insertions and deletions as known in the art can be used. 

In the first three methods (SSCA, DGGE and RNase protection assay), a new electrophoretic band appears. SSCA detects a band which migrates differentially because the sequence change causes a difference in single-strand, intramolecular base pairing. RNase protection involves cleavage of the mutant polynucleotide into two or more smaller fragments. 

DGGE detects differences in migration rates of mutant sequences compared to wild-type sequences, using a denaturing gradient gel. In an allele-specific oligonucleotide assay, an oligonucleotide is designed which detects a specific sequence, and the assay is performed by detecting the presence or absence of a hybridization signal. In the mutS assay, the 

protein binds only to sequences that contain a nucleotide mismatch in a heteroduplex between mutant and wild-type sequences. 

Mismatches according to the present invention, are hybridized nucleic acid duplexes in which the two strands are not 100% complementary. Lack of total homology may be due to deletions, insertions, inversions or substitutions. Mismatch detection can be used to detect point mutations in the gene or in its mRNA product. While these techniques are less 

sensitive than sequencing, they are simpler to perform on a large number of tumor samples. An example of a mismatch cleavage technique is the RNase protection method. In the practice of the present invention, the method involves the use of a labeled riboprobe which is complementary to the human wild-type BRCA2 gene coding sequence. The riboprobe 



and either mRNA or DNA isolated from the tumor tissue are annealed (hybridized) together and subsequently digested with the enzyme RNase A which is able to detect some mismatches in a duplex RNA structure. If a mismatch is detected by RNase A, it cleaves at the site of the mismatch. Thus, when the annealed RNA preparation is separated on an 

electrophoretic gel matrix, if a mismatch has been detected and cleaved by RNase A, an RNA product will be seen which is smaller than the full length duplex RNA for the riboprobe and the mRNA or DNA. The riboprobe need not be the full length of the BRCA2 mRNA or gene but can be a segment of either. If the riboprobe comprises only a segment of the 

BRCA2 mRNA or gene, it will be desirable to use a number of these probes to screen the whole mRNA sequence for mismatches. 

In similar fashion, DNA probes can be used to detect mismatches, through enzymatic or chemical cleavage. See, e.g., Cotton et al., 1988; Shenk et al., 1975; Novack et al., 1986. Alternatively, mismatches can be detected by shifts in the electrophoretic mobility of mismatched duplexes relative to matched duplexes. See, e.g., Cariello, 1988. With either 

riboprobes or DNA probes, the cellular mRNA or DNA which might contain a mutation can be amplified using PCR (see below) before hybridization. Changes in DNA of the BRCA2 gene can also be detected using Southern hybridization, especially if the changes are gross rearrangements, such as deletions and insertions. 

DNA sequences of the BRCA2 gene which have been amplified by use of PCR may also be screened using allele-specific probes. These probes are nucleic acid oligomers, each of which contains a region of the BRCA2 gene sequence harboring a known mutation. For example, one oligomer may be about 30 nucleotides in length, corresponding to a portion 

of the BRCA2 gene sequence. By use of a battery of such allele-specific probes, PCR amplification products can be screened to identify the presence of a previously identified mutation in the BRCA2 gene. Hybridization of allele-specific probes with amplified BRCA2sequences can be performed, for example, on a nylon filter. Hybridization to a particular 

probe under stringent hybridization conditions indicates the presence of the same mutation in the tumor tissue as in the allele-specific probe. 

The most definitive test for mutations in a candidate locus is to directly compare genomic BRCA2sequences from cancer patients with those from a control population. Alternatively, one could sequence messenger RNA after amplification, e.g., by PCR, thereby eliminating the necessity of determining the exon structure of the candidate gene. 

Mutations from cancer patients falling outside the coding region of BRCA2 can be detected by examining the non-coding regions, such as introns and regulatory sequences near or within the BRCA2 gene. An early indication that mutations in noncoding regions are important may come from Northern blot experiments that reveal messenger RNA molecules of 

abnormal size or abundance in cancer patients as compared to control individuals. 

Alteration of BRCA2 mRNA expression can be detected by any techniques known in the art. These include Northern blot analysis, PCR amplification and RNase protection. Diminished mRNA expression indicates an alteration of the wild-type BRCA2 gene. Alteration of wild-type BRCA2 genes can also be detected by screening for alteration of wild-type 

BRCA2 protein. For example, monoclonal antibodies immunoreactive with BRCA2 can be used to screen a tissue. Lack of cognate antigen would indicate a BRCA2 mutation. Antibodies specific for products of mutant alleles could also be used to detect mutant BRCA2 gene product. Such immunological assays can be done in any convenient formats known 

in the art. TIhese include Western blots, immunohistochemical assays and ELISA assays. Any means for detecting an altered BRCA2 protein can be used to detect alteration of wild-type BRCA2 genes. Functional assays, such as protein binding determinations, can be used. In addition, assays can be used which detect BRCA2 biochemical function. Finding 

a mutant BRCA2 gene product indicates alteration of a wild-type BRCA2 gene. 

Mutant BRCA2 genes or gene products can also be detected in other human body samples, such as serum, stool, urine and sputum. The same techniques discussed above for detection of mutant BRCA2 genes or gene products in tissues can be applied to other body samples. Cancer cells are sloughed off from tumors and appear in such body samples. In 

addition, the BRCA2 gene product itself may be secreted into the extracellular space and found in these body samples even in the absence of cancer cells. By screening such body samples, a simple early diagnosis can be achieved for many types of cancers. In addition, the progress of chemotherapy or radiotherapy can be monitored more easily by testing 

such body samples for mutant BRCA2 genes or gene products. 

The methods of diagnosis of the present invention are applicable to any tumor in which BRCA2 has a role in tumorigenesis. The diagnostic method of the present invention is useful for clinicians, so they can decide upon an appropriate course of treatment. 

The primer pairs of the present invention are useful for determination of the nucleotide sequence of a particular BRCA2 allele using PCR. The pairs of single-stranded DNA primers can be annealed to sequences within or surrounding the BRCA2 gene on chromosome 13 in order to prime amplifying DNA synthesis of the BRCA2 gene itself. A complete set of 

these primers allows synthesis of all of the nucleotides of the BRCA2 gene coding sequences, i.e., the exons. The set of primers preferably allows synthesis of both intron and exon sequences. Allele-specific primers can also be used. Such primers anneal only to particular BRCA2 mutant alleles, and thus will only amplify a product in the presence of the 

mutant allele as a template. 

In order to facilitate subsequent cloning of amplified sequences, primers may have restriction enzyme site sequences appended to their 5' ends. Thus, all nucleotides of the primers are derived from BRCA2sequences or sequences adjacent to BRCA2, except for the few nucleotides necessary to form a restriction enzyme site. Such enzymes and sites are 

well known in the art. The primers themselves can be synthesized using techniques which are well known in the art. Generally, the primers can be made using oligonucleotide synthesizing machines which are commercially available. Given the sequence of the BRCA2 open reading frame shown in SEQ ID NO:1 and in FIG. 3, design of particular primers, in 

addition to those disclosed below, is well within the skill of the art. 

The nucleic acid probes provided by the present invention are useful for a number of purposes. They can be used in Southern hybridization to genomic DNA and in the RNase protection method for detecting point mutations already discussed above. The probes can be used to detect PCR amplification products. They may also be used to detect mismatches 

with the BRCA2 gene or mRNA using other techniques. 

It has been discovered that individuals with the wild-type BRCA2 gene do not have cancer which results from the BRCA2 allele. However, mutations which interfere with the function of the BRCA2 protein arc involved in the pathogenesis of cancer. Thus, the presence of an altered (or a mutant) BRCA2 gene which produces a protein having a loss of function, 

or altered function, directly correlates to an increased risk of cancer. In order to detect a BRCA2 gene mutation, a biological sample is prepared and analyzed for a difference between the sequence of the BRCA2 allele being analyzed and the sequence of the wild-type BRCA2 allele. Mutant BRCA2 alleles can be initially identified by any of the techniques 



described above. The mutant alleles are then sequenced to identify the specific mutation of the particular mutant allele. Alternatively, mutant BRCA2 alleles can be initially identified by identifying mutant (altered) BRCA2 proteins, using conventional techniques. The mutant alleles are then sequenced to identify the specific mutation for each allele. The 

mutations, especially those which lead to an altered function of the BRCA2 protein, are then used for the diagnostic and prognostic methods of the present invention. 

Definitions 

The present invention employs the following definitions: 

"Amplification of Polynucleotides" utilizes methods such as the polymerase chain reaction (PCR), ligation amplification (or ligase chain reaction, LCR) and amplification methods based on the use of Q-beta replicase. These methods are well known and widely practiced in the art. See, e.g., U.S. Pat. Nos. 4,683,195 and 4,683,202 and Innis et al., 1990 (for 

PCR); and Wu et al., 1989a (for LCR). Reagents and hardware for conducting PCR are commercially available. Primers useful to amplify sequences from the BRCA2 region are preferably complementary to, and hybridize specifically to sequences in the BRCA2 region or in regions that flank a target region therein. BRCA2sequences generated by 

amplification may be sequenced directly. Alternatively, but less desirably, the amplified sequence(s) may be cloned prior to sequence analysis. A method for the direct cloning and sequence analysis of enzymatically amplified genomic segments has been described by Scharf, 1986. 

"Analyte polynucleotide" and "analyte strand" refer to a single- or double-stranded polynucleotide which is suspected of containing a target sequence, and which may be present in a variety of types of samples, including biological samples. 

"Antibodies." The present invention also provides polyclonal and/or monoclonal antibodies and fragments thereof, and immunologic binding equivalents thereof, which are capable of specifically binding to the BRCA2 polypeptides and fragments thereof or to polynucleotide sequences from the BRCA2 region, particularly from the BRCA2 locus or a portion 

thereof. The term "antibody" is used both to refer to a homogeneous molecular entity, or a mixture such as a serum product made up of a plurality of different molecular entities. Polypeptides may be prepared synthetically in a peptide synthesizer and coupled to a carrier molecule (e.g., keyhole limpet hemocyanin) and injected over several months into 

rabbits. Rabbit sera is tested for immunoreactivity to the BRCA2 polypeptide or fragment. Monoclonal antibodies may be made by injecting mice with the protein polypeptides, fusion proteins or fragments thereof. Monoclonal antibodies will be screened by ELISA and tested for specific immunoreactivity with BRCA2 polypeptide or fragments thereof. See, 

Harlow & Lane, 1988. These antibodies will be useful in assays as well as pharmaceuticals. 

Once a sufficient quantity of desired polypeptide has been obtained, it may be used for various purposes. A typical use is the production of antibodies specific for binding. These antibodies may be either polyclonal or monoclonal, and may be produced by in vitro or in vivo techniques well known in the art. For production of polyclonal antibodies, an 

appropriate target immune system, typically mouse or rabbit, is selected. Substantially purified antigen is presented to the immune system in a fashion determined by methods appropriate for the animal and by other parameters well known to immunologists. Typical sites for injection are in footpads, intramuscularly, intraperitoneally, or intradermally. Of 

course, other species may be substituted for mouse or rabbit. Polyclonal antibodies are then purified using techniques known in the art, adjusted for the desired specificity. 

An immunological response is usually assayed with an immunoassay. Normally, such immunoassays involve some purification of a source of antigen, for example, that produced by the same cells and in the same fashion as the antigen. A variety of immunoassay methods are well known in the art. See, e.g., Harlow & Lane, 1988, or Goding, 1986. 

Monoclonal antibodies with affinities of 10
-8

 M
-1

 or preferably 10
-9

 to 10
-1

 M
-1

 or stronger will typically be made by standard procedures as described, e.g., in Harlow & Lane, 1988 or Goding, 1986. Briefly, appropriate animals will be selected and the desired immunization protocol followed. After the appropriate period of time, the spleens of such animals are 

excised and individual spleen cells fused, typically, to immortalized myeloma cells under appropriate selection conditions. Thereafter, the cells are clonally separated and the supernatants of each clone tested for their production of an appropriate antibody specific for the desired region of the antigen. 

Other suitable techniques involve in vitro exposure of lymphocytes to the antigenic polypeptides, or alternatively, to selection of libraries of antibodies in phage or similar vectors. See Huse et al., 1989. The polypeptides and antibodies of the present invention may be used with or without modification. Frequently, polypeptides and antibodies will be labeled by 

joining, either covalently or non-covalently, a substance which provides for a detectable signal. A wide variety of labels and conjugation techniques are known and are reported extensively in both the scientific and patent literature. Suitable labels include radionuclides, enzymes, substrates, cofactors, inhibitors, fluorescent agents, chemiluminescent agents, 

magnetic particles and the like. Patents teaching the use of such labels include U.S. Pat. Nos. 3,817,837; 3,850,752; 3,939,350; 3,996,345; 4,277,437; 4,275,149 and 4,366,241. Also, recombinant immunoglobulins may be produced (see U.S. Pat. No. 4,816,567). 

"Binding partner" refers to a molecule capable of binding a ligand molecule with high specificity, as for example, an antigen and an antigen-specific antibody or an enzyme and its inhibitor. In general, the specific binding partners must bind with sufficient affinity to immobilize the analyte copy/complementary strand duplex (in the case of polynucleotide 

hybridization) under the isolation conditions. Specific binding partners are known in the art and include, for example, biotin and avidin or streptavidin, IgG and protein A, the numerous, known receptor-ligand couples, and complementary polynucleotide strands. In the case of complementary polynucleotide binding partners, the partners are normally at least 

about 15 bases in length, and may be at least 40 bases in length. The polynucleotides may be composed of DNA, RNA, or synthetic nucleotide analogs. 

A "biological sample" refers to a sample of tissue or fluid suspected of containing an analyte polynucleotide or polypeptide from an individual including, but not limited to, e.g., plasma, serum, spinal fluid, lymph fluid, the external sections of the skin, respiratory, intestinal, and genitourinary tracts, tears, saliva, blood cells, tumors, organs, tissue and samples of 

in vitro cell culture constituents. 

As used herein, the terms "diagnosing" or "prognosing," as used in the context of neoplasia, are used to indicate 1) the classification of lesions as neoplasia, 2) the determination of the severity of the neoplasia, or 3) the monitoring of the disease progression, prior to, during and after treatment. 



"Encode". A polynucleotide is said to "encode" a polypeptide if, in its native state or when manipulated by methods well known to those skilled in the art, it can be transcribed and/or translated to produce the mRNA for and/or the polypeptide or a fragment thereof. The anti-sense strand is the complement of such a nucleic acid, and the encoding sequence 

can be deduced therefrom. 

"Isolated" or "substantially pure". An "isolated" or "substantially pure" nucleic acid (e.g., an RNA, DNA or a mixed polymer) is one which is substantially separated from other cellular components which naturally accompany a native human sequence or protein, e.g., ribosomes, polymerases, many other human genome sequences and proteins. The term 

embraces a nucleic acid sequence or protein which has been removed from its naturally occurring environment, and includes recombinant or cloned DNA isolates and chemically synthesized analogs or analogs biologically synthesized by heterologous systems. 

"BRCA2 Allele" refers to normal alleles of the BRCA2 locus as well as alleles carrying variations that predispose individuals to develop cancer of many sites including, for example, breast, ovarian and stomach cancer. Such predisposing alleles are also called "BRCA2 susceptibility alleles". 

"BRCA2 Locus," "BRCA2 Gene," "BRCA2 Nucleic Acids" or "BRCA2 Polynucleotide" each refer to polynucleotides, all of which are in the BRCA2 region, that are likely to be expressed in normal tissue, certain alleles of which predispose an individual to develop breast, ovarian and stomach cancers. Mutations at the BRCA2 locus may be involved in the 

initiation and/or progression of other types of tumors. The locus is indicated in part by mutations that predispose individuals to develop cancer. These mutations fall within the BRCA2 region described infra. The BRCA2 locus is intended to include coding sequences, intervening sequences and regulatory elements controlling transcription and/or translation. 

The BRCA2 locus is intended to include all allelic variations of the DNA sequence. 

These terms, when applied to a nucleic acid, refer to a nucleic acid which encodes a BRCA2 polypeptide, fragment, homolog or variant, including, e.g., protein fusions or deletions. The nucleic acids of the present invention will possess a sequence which is either derived from, or substantially similar to a natural BRCA2-encoding gene or one having 

substantial homology with a natural BRCA2-encoding gene or a portion thereof. The coding sequence for a BRCA2 polypeptide is shown in SEQ ID NO:1 and FIG. 3, with the amino acid sequence shown in SEQ ID NO:2. 

The polynucleotide compositions of this invention include RNA, cDNA, genomic DNA, synthetic forms, and mixed polymers, both sense and antisense strands, and may be chemically or biochemically modified or may contain non-natural or derivatized nucleotide bases, as will be readily appreciated by those skilled in the art. Such modifications include, for 

example, labels, methylation, substitution of one or more of the naturally occurring nucleotides with an analog, internucleotide modifications such as uncharged linkages (e.g., methyl phosphonates, phosphotriesters, phosphoamidates, carbamates, etc.), charged linkages (e.g., phosphorothioates, phosphorodithioates, etc.), pendent moieties (e.g., 

polypeptides), intercalators (e.g., acridine, psoralen, etc.), chelators, alkylators, and modified linkages (e.g., alpha anomeric nucleic acids, etc.). Also included are synthetic molecules that mimic polynucleotides in their ability to bind to a designated sequence via hydrogen bonding and other chemical interactions. Such molecules are known in the art and 

include, for example, those in which peptide linkages substitute for phosphate linkages in the backbone of the molecule. 

The present invention provides recombinant nucleic acids comprising all or part of the BRCA2 region. The recombinant construct may be capable of replicating autonomously in a host cell. Alternatively, the recombinant construct may become integrated into the chromosomal DNA of the host cell. Such a recombinant polynucleotide comprises a 

polynucleotide of genomic, cDNA, semi-synthetic, or synthetic origin which, by virtue of its origin or manipulation, 1) is not associated with all or a portion of a polynucleotide with which it is associated in nature; 2) is linked to a polynucleotide other than that to which it is linked in nature; or 3) does not occur in nature. 

Therefore, recombinant nucleic acids comprising sequences otherwise not naturally occurring are provided by this invention. Although the wild-type sequence may be employed, it will often be altered, e.g., by deletion, substitution or insertion. 

cDNA or genomic libraries of various types may be screened as natural sources of the nucleic acids of the present invention, or such nucleic acids may be provided by amplification of sequences resident in genomic DNA or other natural sources, e.g., by PCR. The choice of cDNA libraries normally corresponds to a tissue source which is abundant in mRNA 

for the desired proteins. Phage libraries are normally preferred, but other types of libraries may be used. Clones of a library are spread onto plates, transferred to a substrate for screening, denatured and probed for the presence of desired sequences. 

The DNA sequences used in this invention will usually comprise at least about five codons (nucleotides), more usually at least about 7-15 codons, and most preferably, at least about 35 codons. One or more introns may also be present. This number of nucleotides is usually about the minimal length required for a successful probe that would hybridize 

specifically with a BRCA2-encoding sequence. 

Techniques for nucleic acid manipulation are described generally, for example, in Sambrook et al., 1989 or Ausubel et al., 1992. Reagents useful in applying such techniques, such as restriction enzymes and the like, are widely known in the art and commercially available from such vendors as New England BioLabs, Boehringer Mannheim, Amersham, 

Promega Biotec, U. S. Biochemicals, New England Nuclear, and a number of other sources. The recombinant nucleic acid sequences used to produce fusion proteins of the present invention may be derived from natural or synthetic sequences. Many natural gene sequences are obtainable from various cDNA or from genomic libraries using appropriate 

probes. See, GenBank, National Institutes of Health. 

"BRCA2 Region" refers to a portion of human chromosome 13 bounded by the markers tdj3820 and YS-G-B10T. This region contains the BRCA2 locus, including the BRCA2 gene. 

As used herein, the terms "BRCA2 locus," "BRCA2 allele" and "BRCA2 region" all refer to the double-stranded DNA comprising the locus, allele, or region, as well as either of the single-stranded DNAs comprising the locus, allele or region. 

As used herein, a "portion" of the BRCA2 locus or region or allele is defined as having a minimal size of at least about eight nucleotides, or preferably about 15 nucleotides, or more preferably at least about 25 nucleotides, and may have a minimal size of at least about 40 nucleotides. 



"BRCA2 protein" or "BRCA2 polypeptide" refer to a protein or polypeptide encoded by the BRCA2 locus, variants or fragments thereof. The term "polypeptide" refers to a polymer of amino acids and its equivalent and does not refer to a specific length of the product; thus, peptides, oligopeptides and proteins are included within the definition of a polypeptide. 

This term also does not refer to, or exclude modifications of the polypeptide, for example, glycosylations, acetylations, phosphorylations, and the like. Included within the definition are, for example, polypeptides containing one or more analogs of an amino acid (including, for example, unnatural amino acids, etc.), polypeptides with substituted linkages as well 

as other modifications known in the art, both naturally and non-naturally occurring. Ordinarily, such polypeptides will be at least about 50% homologous to the native BRCA2sequence, preferably in excess of about 90%, and more preferably at least about 95% homologous. Also included are proteins encoded by DNA which hybridize under high or low 

stringency conditions, to BRCA2-encoding nucleic acids and closely related polypeptides or proteins retrieved by antisera to the BRCA2 protein(s). 

The length of polypeptide sequences compared for homology will generally be at least about 16 amino acids, usually at least about 20 residues, more usually at least about 24 residues, typically at least about 28 residues, and preferably more than about 35 residues. 

"Operably linked" refers to a juxtaposition wherein the components so described are in a relationship permitting them to function in their intended manner. For instance, a promoter is operably linked to a coding sequence if the promoter affects its transcription or expression. 

"Probes" . Polynucleotide polymorphisms associated with BRCA2 alleles which predispose to certain cancers or are associated with most cancers are detected by hybridization with a polynucleotide probe which forms a stable hybrid with that of the target sequence, under stringent to moderately stringent hybridization and wash conditions. If it is expected 

that the probes will be perfectly complementary to the target sequence, stringent conditions will be used. Hybridization stringency may be lessened if some mismatching is expected, for example, if variants are expected with the result that the probe will not be completely complementary. Conditions are chosen which rule out nonspecific/adventitious bindings, 

that is, which minimize noise. Since such indications identify neutral DNA polymorphisms as well as mutations, these indications need further analysis to demonstrate detection of a BRCA2susceptibility allele. 

Probes for BRCA2 alleles may be derived from the sequences of the BRCA2 region or its cDNAs. The probes may be of any suitable length, which span all or a portion of the BRCA2 region, and which allow specific hybridization to the BRCA2 region. If the target sequence contains a sequence identical to that of the probe, the probes may be short, e.g., in 

the range of about 8-30 base pairs, since the hybrid will be relatively stable under even stringent conditions. If some degree of mismatch is expected with the probe, i.e., if it is suspected that the probe will hybridize to a variant region, a longer probe may be employed which hybridizes to the target sequence with the requisite specificity. 

The probes will include an isolated polynucleotide attached to a label or reporter molecule and may be used to isolate other polynucleotide sequences, having sequence similarity by standard methods. For techniques for preparing and labeling probes see, e.g., Sambrook et al., 1989 or Ausubel et al., 1992. Other similar polynucleotides may be selected by 

using homologous is polynucleotides. Alternatively, polynucleotides encoding these or similar polypeptides may be synthesized or selected by use of the redundancy in the genetic code. Various codon substitutions may be introduced, e.g., by silent changes (thereby producing various restriction sites) or to optimize expression for a particular system. 

Mutations may be introduced to modify the properties of the polypeptide, perhaps to change ligand-binding affinities, interchain affinities, or the polypeptide degradation or turnover rate. 

Probes comprising synthetic oligonucleotides or other polynucleotides of the present invention may be derived from naturally occurring or recombinant single- or double-stranded polynucleotides, or be chemically synthesized. Probes may also be labeled by nick translation, Klenow fill-ill reaction, or other methods known in the art. 

Portions of the polynucleotide sequence having at least about eight nucleotides, usually at least about 15 nucleotides, and fewer than about 6 kb, usually fewer than about 1.0 kb, from a polynucleotide sequence encoding BRCA2 are preferred as probes. The probes may also be used to determine whether mRNA encoding BRCA2 is present in a cell or 

tissue. 

"Protein modifications or fragments" are provided by the present invention for BRCA2 polypeptides or fragments thereof which are substantially homologous to primary structural sequence but which include e.g., in vivo or in vitro chemical and biochemical modifications or which incorporate unusual amino acids. Such modifications include, for example, 

acetylation, carboxylation, phosphorylation, glycosylation, ubiquitination, labeling, e.g., with radionuclides, and various enzymatic modifications, as will be readily appreciated by those well skilled in the art. 

A variety of methods for labeling polypeptides and of substituents or labels useful for such purposes are well known in the art, and include radioactive isotopes such as 
32

 P, ligands which bind to labeled antiligands (e.g., antibodies), fluorophores, chemiluminescent agents, enzymes, and antiligands which can serve as specific binding pair members for a 

labeled ligand. The choice of label depends on the sensitivity required, ease of conjugation with the primer, stability requirements, and available instrumentation. Methods of labeling polypeptides are well known in the art. See, e.g., Sambrook et al., 1989 or Ausubel et al., 1992. 

Besides substantially full-length polypeptides, the present invention provides for biologically active fragments of the polypeptides. Significant biological activities include ligand-binding, immunological activity and other biological activities characteristic of BRCA2 polypeptides. Immunological activities include both immunogenic function in a target immune 

system, as well as sharing of immunological epitopes for binding, serving as either a competitor or substitute antigen for an epitope of the BRCA2 protein. As used herein, "epitope" refers to an antigenic determinant of a polypeptide. An epitope could comprise three amino acids in a spatial conformation which is unique to the epitope. Generally, an epitope 

consists of at least five such amino acids, and more usually consists of at least 8-10 such amino acids. Methods of determining the spatial conformation of such amino acids are known in the art. 

For immunological purposes, tandem-repeat polypeptide segments may be used as immunogens, thereby producing highly antigenic proteins. Alternatively, such polypeptides will serve as highly efficient competitors for specific binding. Production of antibodies specific for BRCA2 polypeptides or fragments thereof is described below. 

The present invention also provides for fusion polypeptides, comprising BRCA2 polypeptides and fragments. Homologous polypeptides may be fusions between two or more BRCA2 polypeptide sequences or between the sequences of BRCA2 and a related protein. Likewise, heterologous fusions may be constructed which would exhibit a combination of 

properties or activities of the derivative proteins. For example, ligand-binding or other domains may be "swapped" between different new fusion polypeptides or fragments. Such homologous or heterologous fusion polypeptides may display, for example, altered strength or specificity of binding. Fusion partners include immunoglobulins, bacterial β-

galactosidase, trpE, protein A, β-lactamasc, alpha amylase, alcohol dehydrogenase and yeast alpha mating factor. See, e.g., Godowski et al., 1988. 



Fusion proteins will typically be made by either recombinant nucleic acid methods, as described below, or may be chemically synthesized. Techniques for the synthesis of polypeptides are described, for example, in Merrifield, 1963. 

"Protein purification" refers to various methods for the isolation of the BRCA2 polypeptides from other biological material, such as from cells transformed with recombinant nucleic acids encoding BRCA2, and are well known in the art. For example, such polypeptides may be purified by immunoaffinity chromatography employing, e.g., the antibodies provided 

by the present invention. Various methods of protein purification are well known in the art, and include those described in Deutscher, 1990 and Scopes, 1982. 

The terms "isolated", "substantially pure", and "substantially homogeneous" are used interchangeably to describe a protein or polypeptide which has been separated from components which accompany it in its natural state. A monomeric protein is substantially pure when at least about 60 to 75% of a sample exhibits a single polypeptide sequence. A 

substantially pure protein will typically comprise about 60 to 90% w/w of a protein sample, more usually about 95%, and preferably will be over about 99% pure. Protein purity or homogeneity may be indicated by a number of means well known in the art, such as polyacrylamide gel electrophoresis of a protein sample, followed by visualizing a single 

polypeptide band upon staining the gel. For certain purposes, higher resolution may be provided by using HPLC or other means well known in the art which are utilized for purification. 

A BRCA2 protein is substantially free of naturally associated components when it is separated from the native contaminants which accompany it in its natural state. Thus, a polypeptide which is chemically synthesized or synthesized in a cellular system different from the cell from which it naturally originates will be substantially free from its naturally 

associated components. A protein may also be rendered substantially free of naturally associated components by isolation, using protein purification techniques well known in the art. 

A polypeptide produced as an expression product of an isolated and manipulated genetic sequence is an "isolated polypeptide," as used herein, even if expressed in a homologous cell type. Synthetically made forms or molecules expressed by heterologous cells are inherently isolated molecules. 

"Recombinant nucleic acid" is a nucleic acid which is not naturally occurring, or which is made by the artificial combination of two otherwise separated segments of sequence. This artificial combination is often accomplished by either chemical synthesis means, or by the artificial manipulation of isolated segments of nucleic acids, e.g., by genetic engineering 

techniques. Such is usually done to replace a codon with a redundant codon encoding the same or a conservative amino acid, while typically introducing or removing a sequence recognition site. Alternatively, it is performed to join together nucleic acid segments of desired functions to generate a desired combination of fmnctions. 

"Regulatory sequences" refers to those sequences normally within 100 kb of the coding region of a locus, but they may also be more distant from the coding region, which affect the expression of the gene (including transcription of the gene, and translation, splicing, stability or the like of the messenger RNA). 

"Substantial homology or similarity". A nucleic acid or fragment thereof is "substantially homologous" ("or substantially similar") to another if, when optimally aligned (with appropriate nucleotide insertions or deletions) with the other nucleic acid (or its complementary strand), there is nucleotide sequence identity in at least about 60% of the nucleotide bases, 

usually at least about 70%, more usually at least about 80%, preferably at least about 90%, and more preferably at least about 95-98% of the nucleotide bases. 

Alternatively, substantial homology or (similarity) exists when a nucleic acid or fragment thereof will hybridize to another nucleic acid (or a complementary strand thereof) under selective hybridization conditions, to a strand, or to its complement. Selectivity of hybridization exists when hybridization which is substantially more selective than total lack of 

specificity occurs. Typically, selective hybridization will occur when there is at least about 55% homology over a stretch of at least about 14 nucleotides, preferably at least about 65%, more preferably at least about 75%, and most preferably at least about 90%. See, Kanehisa, 1984. The length of homology comparison, as described, may be over longer 

stretches, and in certain embodiments will often be over a stretch of at least about nine nucleotides, usually at least about 20 nucleotides, more usually at least about 24 nucleotides, typically at least about 28 nucleotides, more typically at least about 32 nucleotides, and preferably at least about 36 or more nucleotides. 

Nucleic acid hybridization will be affected by such conditions as salt concentration, temperature, or organic solvents, in addition to the base composition, length of the complementary strands, and the number of nucleotide base mismatches between the hybridizing nucleic acids, as will be readily appreciated by those skilled in the art. Stringent temperature 

conditions will generally include temperatures in excess of 30° C., typically in excess of 37° C., and preferably in excess of 45° C. Stringent salt conditions will ordinarily be less than 1000 mM, typically less than 500 mM, and preferably less than 200 mM. However, the combination of parameters is much more important than the measure of any single 

paramneter. See, e.g., Wetmur & Davidson, 1968. 

Probe sequences may also hybridize specifically to duplex DNA under certain conditions to form triplex or other higher order DNA complexes. The preparation of such probes and suitable hybridization conditions are well known in the art. 

The terms "substantial homology" or "substantial identity", when referring to polypeptides, indicate that the polypeptide or protein in question exhibits at least about 30% identity with an entire naturally-occurring protein or a portion thereof, usually at least about 70% identity, and preferably at least about 95% identity. 

"Substantially similar function" refers to the function of a modified nucleic acid or a modified protein, with reference to the wild-type BRCA2 nucleic acid or wild-type BRCA2 polypeptide. The modified polypeptide will be substantially homologous to the wild-type BRCA2 polypeptide and will have substantially the same function. The modified polypeptide may 

have an altered amino acid sequence and/or may contain modified amino acids. In addition to the similarity of function, the modified polypeptide may have other useful properties, such as a longer half-life. The similarity of function (activity) of the modified polypeptide may be substantially the same as the activity of the wild-type BRCA2 polypeptide. 

Alternatively, the similarity of function (activity) of the modified polypeptide may be higher than the activity of the wild-type BRCA2 polypeptide. The modified polypeptide is synthesized using conventional techniques, or is encoded by a modified nucleic acid and produced using conventional techniques. The modified nucleic acid is prepared by conventional 

techniques. A nucleic acid with a function substantially similar to the wild-type BRCA2 gene function produces the modified protein described above. 

Homology, for polypeptides, is typically measured using sequence analysis software. See, e.g., the Sequence Analysis Software Package of the Genetics Computer Group, University of Wisconsin Biotechnology Center, 910 University Avenue, Madison, Wis. 53705. Protein analysis software matches similar sequences using measure of homology assigned 



to various substitutions, deletions and other modifications. Conservative substitutions typically include substitutions within the following groups: glycine, alanine; valine, isoleucine, leucine; aspartic acid, glutamic acid; asparagine, glutamine; serine, threonine; lysine, arginine; and phenylalanine, tyrosine. 

A polypeptide "fragment," "portion" or "segment" is a stretch of amino acid residues of at least about five to seven contiguous amino acids, often at least about seven to nine contiguous amino acids, typically at least about nine to 13 contiguous amino acids and, most preferably, at least about to 30 or more contiguous amino acids. 

The polypeptides of the present invention, if soluble, may be coupled to a solid-phase support, e.g., nitrocellulose, nylon, column packing materials (e.g., Sepharose beads), magnetic beads, glass wool, plastic, metal, polymer gels, cells, or other substrates. Such supports may take the form, for example, of beads, wells, dipsticks, or membranes. 

"Target region" refers to a region of the nucleic acid which is amplified and/or detected. The term "target sequence" refers to a sequence with which a probe or primer will form a stable hybrid under desired conditions. 

The practice of the present invention employs, unless otherwise indicated, conventional techniques of chemistry, molecular biology, microbiology, recombinant DNA, genetics, and immunology. See, e.g., Maniatis et al., 1982; Sambrook et al., 1989; Ausubel et al., 1992; Glover, 1985; Anand, 1992; Guthrie & Fink, 1991. A general discussion of techniques 

and materials for human gene mapping, including mapping of human chromosome 13, is provided, e.g., in White and Lalouel, 1988. 

Preparation of recombinant or chemically synthesized nucleic acids; vectors, transformation, host cells 

Large amounts of the polynucleotides of the present invention may be produced by replication in a suitable host cell. Natural or synthetic polynucleotide fragments coding for a desired fragment will be incorporated into recombinant polynucleotide constructs, usually DNA constructs, capable of introduction into and replication in a prokaryotic or eukaryotic cell. 

Usually the polynucleotide constructs will be suitable for replication in a unicellular host, such as yeast or bacteria, but may also be intended for introduction to (with and without integration within the genome) cultured mammalian or plant or other eukaryotic cell lines. The purification of nucleic acids produced by the methods of the present invention is 

described, e.g., in Sambrook et al., 1989 or Ausubel et al., 1992. 

The polynucleotides of the present invention may also be produced by chemical synthesis, e.g., by the phosphoramidite method described by Beaucage & Carruthers, 1981 or the triester method according to Matteucci and Caruthers, 1981, and may be performed on commercial, automated oligonucleotide synthesizers. A double-stranded fragment may be 

obtained from the single-stranded product of chemical synthesis either by synthesizing the complementary strand and annealing the strands together under appropriate conditions or by adding the complementary strand using DNA polymerase with an appropriate primer sequence. 

Polynucleotide constructs prepared for introduction into a prokaryotic or eukaryotic host may comprise a replication system recognized by the host, including the intended polynucleotide fragment encoding the desired polypeptide, and will preferably also include transcription and translational initiation regulatory sequences operably linked to the polypeptide 

encoding segment. Expression vectors may include, for example, an origin of replication or autonomously replicating sequence (ARS) and expression control sequences, a promoter, an enhancer and necessary processing information sites, such as ribosome-binding sites, RNA splice sites, polyadenylation sites, transcriptional terminator sequences, and 

mRNA stabilizing sequences. Secretion signals may also be included where appropriate, whether from a native BRCA2 protein or from other receptors or from secreted polypeptides of the same or related species, which allow the protein to cross and/or lodge in cell membranes, and thus attain its functional topology, or be secreted from the cell. Such vectors 

may be prepared by means of standard recombinant techniques well known in the art and discussed, for example, in Sambrook et al., 1989 or Ausubel et al. 1992. 

An appropriate promoter and other necessary vector sequences will be selected so as to be functional in the host, and may include, when appropriate, those naturally associated with BRCA2 genes. Examples of workable combinations of cell lines and expression vectors are described in Sambrook et al., 1989 or Ausubel et al., 1992; see also, e.g., Metzger 

et al., 1988. Many useful vectors are known in the art and may be obtained from such vendors as Stratagene, New England BioLabs, Promega Biotech, and others. Promoters such as the trp, lac and phage promoters, tRNA promoters and glycolytic enzyme promoters may be used in prokaryotic hosts. Useful yeast promoters include promoter regions for 

metallothionein, 3-phosphoglycerate kinase or other glycolytic enzymes such as enolase or glyceraldehyde-3-phosphate dehydrogenase, enzymes responsible for maltose and galactose utilization, and others. Vectors and promoters suitable for use in yeast expression are further described in Hitzeman et al., EP 73,675A. Appropriate non-native mammalian 

promoters might include the early and late promoters from SV40 (Fiers et al., 1978) or promoters derived from murine Moloney leukemia virus, mouse tumor virus, avian sarcoma viruses, adenovirus II, bovine papilloma virus or polyoma. In addition, the construct may be joined to an amplifiable gene (e.g., DHFR) so that multiple copies of the gene may be 

made. For appropriate enhancer and other expression control sequences, see also Enhancers and Eukaryotic Gene Expression, Cold Spring Harbor Press, Cold Spring Harbor, N.Y. (1983). 

While such expression vectors may replicate autonomously, they may also replicate by being inserted into the genome of the host cell, by methods well known in the art. 

Expression and cloning vectors will likely contain a selectable marker, a gene encoding a protein necessary for survival or growth of a host cell transformed with the vector. The presence of this gene ensures growth of only those host cells which express the inserts. Typical selection genes encode proteins that a) confer resistance to antibiotics or other toxic 

substances, e.g. ampicillin, neomycin, methotrexate, etc.; b) complement auxotrophic deficiencies, or c) supply critical nutrients not available from complex media, e.g., the gene encoding D-alanine racemase for Bacilli. The choice of the proper selectable marker will depend on the host cell, and appropriate markers for different hosts are well known in the 

art. 

The vectors containing the nucleic acids of interest can be transcribed in vitro, and the resulting RNA introduced into the host cell by well-known methods, e.g., by injection (see, Kubo et al., 1988), or the vectors can be introduced directly into host cells by methods well known in the art, which vary depending on the type of cellular host, including 

electroporation; transfection employing calcium chloride, rubidium chloride, calcium phosphate, DEAE-dextran, or other substances; microprojectile bombardment; lipofection; infection (where the vector is an infectious agent, such as a retroviral genome); and other methods. See generally, Sambrook et al., 1989 and Ausubel et al., 1992. The introduction of 

the polynucleotides into the host cell by any method known in the art, including, inter alia, those described above, will be referred to herein as "transformation." The cells into which have been introduced nucleic acids described above are meant to also include the progeny of such cells. 



Large quantities of the nucleic acids and polypeptides of the present invention may be prepared by expressing the BRCA2 nucleic acids or portions thereof in vectors or other expression vehicles in compatible prokaryotic or eukaryotic host cells. The most commonly used prokaryotic hosts are strains of Escherichia coli, although other prokaryotes, such as 

Bacillus subtilis or Pseudomonas may also be used. 

Mammalian or other eukaryotic host cells, such as those of yeast, filamentous fungi, plant, insect, or amphibian or avian species, may also be useful for production of the proteins of the present invention. Propagation of mammalian cells in culture is per se well known. See, Jakoby and Pastan, 1979. Examples of commonly used mammalian host cell lines 

are VERO and HeLa cells, Chinese hamster ovary (CHO) cells, and WI38, BHK, and COS cell lines, although it will be appreciated by the skilled practitioner that other cell lines may be appropriate, e.g., to provide higher expression desirable glycosylation patterns, or other features. 

Clones are selected by using markers depending on the mode of the vector construction. The marker may be on the same or a different DNA molecule, preferably the same DNA molecule. In prokaryotic hosts, the transformant may be selected, e.g., by resistance to ampicillin, tetracycline or other antibiotics. Production of a particular product based on 

temperature sensitivity may also serve as an appropriate marker. 

Prokaryotic or eukaryotic cells transformed with the polynucleotides of the present invention will be useful not only for the production of the nucleic acids and polypeptides of the present invention, but also, for example, in studying the characteristics of BRCA2 polypeptides. 

Antisense polynucleotide sequences arc useful in preventing or diminishing the expression of the BRCA2 locus, as will be appreciated by those skilled in the art. For example, polynucleotide vectors containing all or a portion of the BRCA2 locus or other sequences from the BRCA2 region (particularly those flanking the BRCA2 locus) may be placed under the 

control of a promoter in an antisense orientation and introduced into a cell. Expression of such an antisense construct within a cell will interfere with BRCA2 transcription and/or translation and/or replication. 

The probes and primers based on the BRCA2 gene sequences disclosed herein are used to identify homologous BRCA2 gene sequences and proteins in other species. These BRCA2 gene sequences and proteins arc used in the diagnostic/prognostic, therapeutic and drug screening methods described herein for the species from which they have been 

isolated. 

Methods of Use: Nucleic Acid Diagnosis and Diagnostic Kits 

In order to detect the presence of a BRCA2 allele predisposing an individual to cancer, a biological sample such as blood is prepared and analyzed for the presence or absence of susceptibility alleles of BRCA2. In order to detect the presence of neoplasia, the progression toward malignancy of a precursor lesion, or as a prognostic indicator, a biological 

sample of the lesion is prepared and analyzed for the presence or absence of mutant alleles of BRCA2. Results of these tests and interpretive information are returned to the health care provider for communication to the tested individual. Such diagnoses may be performed by diagnostic laboratories, or, alternatively, diagnostic kits are manufactured and sold 

to health care providers or to private individuals for self-diagnosis. 

Initially, the screening method involves amplification of the relevant BRCA2sequences. In another preferred embodiment of the invention, the screening method involves a non-PCR based strategy. Such screening methods include two-step label amplification methodologies that are well known in the art. Both PCR and non-PCR based screening strategies 

can detect target sequences with a high level of sensitivity. 

The most popular method used today is target amplification. Here, the target nucleic acid sequence is amplified with polymerases. One particularly preferred method using polymerase- driven amplification is the polymerase chain reaction (PCR). The polymerase chain reaction and other polymerase-driven amplification assays can achieve over a million-fold 

increase in copy number through the use of polymerase-driven amplification cycles. Once amplified, the resulting nucleic acid can be sequenced or used as a substrate for DNA probes. 

When the probes are used to detect the presence of the target sequences (for example, in screening for cancer susceptibility), the biological sample to be analyzed, such as blood or serum, may be treated, if desired, to extract the nucleic acids. The sample nucleic acid may be prepared in various ways to facilitate detection of the target sequence; e.g. 

denaturation, restriction digestion, electrophoresis or dot blotting. The targeted region of the analyte nucleic acid usually must be at least partially single-stranded to form hybrids with the targeting sequence of the probe. If the sequence is naturally single-stranded, denaturation will not be required. However, if the sequence is double-stranded, the sequence 

will probably need to be denatured. Denaturation can be carried out by various techniques known in the art. 

Analyte nucleic acid and probe are incubated under conditions which promote stable hybrid formation of the target sequence in the probe with the putative targeted sequence in the analyte. The region of the probes which is used to bind to the analyte can be made completely complementary to the targeted region of human chromosome 13. Therefore, high 

stringency conditions are desirable in order to prevent false positives. However, conditions of high stringency are used only if the probes are complementary to regions of the chromosome which are unique in the genome. The stringency of hybridization is determined by a number of factors during hybridization and during the washing procedure, including 

temperature, ionic strength, base composition, probe length, and concentration of formamide. These factors are outlined in, for example, Maniatis et al., 1982 and Sambrook et al., 1989. Under certain circumstances, the formation of higher order hybrids, such as triplexes, quadraplexes, etc., may be desired to provide the means of detecting target 

sequences. 

Detection, if any, of the resulting hybrid is usually accomplished by the use of labeled probes. Alternatively, the probe may be unlabeled, but may be detectable by specific binding with a ligand which is labeled, either directly or indirectly. Suitable labels, and methods for labeling probes and ligands arc known in the art, and include, for example, radioactive 

labels which may be incorporated by known methods (e.g., nick translation, random priming or kinasing), biotin, fluorescent groups, chemiluminescent groups (e.g., dioxetanes, particularly triggered dioxetanes), enzymes, antibodies and the like. Variations of this basic scheme are known in the art, and include those variations that facilitate separation of the 



hybrids to be detected from extraneous materials and/or that amplify the signal from the labeled moiety. A number of these variations are reviewed in, e.g., Matthews & Kricka, 1988; Landegren et al., 1988; Mittlin, 1989; U.S. Pat. No. 4,868,105, and in EPO Publication No. 225,807. 

As noted above, non-PCR based screening assays are also contemplated in this invention. An exemplary non-PCR based procedure is provided in Example 6. This procedure hybridizes a nucleic acid probe (or an analog such as a methyl phosphonate backbone replacing the normal phosphodiester), to the low level DNA target. This probe may have an 

enzyme covalently linked to the probe, such that the covalent linkage does not interfere with the specificity of the hybridization. This enzyme-probe-conjugate-target nucleic acid complex can then be isolated away from the free probe enzyme conjugate and a substrate is added for enzyme detection. Enzymatic activity is observed as a change in color 

development or luminescent output resulting in a 10
3
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6
 increase in sensitivity. For an example relating to preparation of oligodeoxynucleotide-alkaline phosphatase conjugates and their use as hybridization probes, see Jablonski et al., 1986. 

Two-step label amplification methodologies are known in the art. These assays work on the principle that a small ligand (such as digoxigenin, biotin, or the like) is attached to a nucleic acid probe capable of specifically binding BRCA2. Exemplary probes can be developed on the basis of the sequence set forth in SEQ ID NO:1 and FIG. 3 of this patent 

application. Allele-specific probes are also contemplated within the scope of this example, and exemplary allele specific probes include probes encompassing the predisposing mutations described below, including those described in Table 2. 

In one example, the small ligand attached to the nucleic acid probe is specifically recognized by an antibody-enzyme conjugate. In one embodiment of this example, digoxigenin is attached to the nucleic acid probe. Hybridization is detected by an antibody-alkaline phosphatase conjugate which turns over a chemiluminescent substrate. For methods for 

labeling nucleic acid probes according to this embodiment see Martin et al., 1990. In a second example, the small ligand is recognized by a second ligand-enzyme conjugate that is capable of specifically complexing to the first ligand. A well known embodiment of this example is the biotin-avidin type of interactions. For methods for labeling nucleic acid 

probes and their use in biotin-avidin based assays see Rigby et al., 1977 and Nguyen et al., 1992. 

It is also contemplated within the scope of this invention that the nucleic acid probe assays of this invention will employ a cocktail of nucleic acid probes capable of detecting BRCA2. Thus, in one example to detect the presence of BRCA2 in a cell sample, more than one probe complementary to BRCA2 is employed and in particular the number of different 

probes is alternatively 2, 3, or 5 different nucleic acid probe sequences. In another example, to detect the presence of mutations in the BRCA2 gene sequence in a patient, more than one probe complementary to BRCA2 is employed where the cocktail includes probes capable of binding to the allele-specific mutations identified in populations of patients with 

alterations in BRCA2. In this embodiment, any number of probes can be used, and will preferably include probes corresponding to the major gene mutations identified as predisposing an individual to breast cancer. Some candidate probes contemplated within the scope of the invention include probes that include the allele-specific mutations described below 

and those that have the BRCA2 regions shown in SEQ ID NO:1 and FIG. 3, both 5' and 3' to the mutation site. 

Methods of Use: Peptide Diagnosis and Diagnostic Kits 

The neoplastic condition of lesions can also be detected on the basis of the alteration of wild-type BRCA2 polypeptide. Such alterations can be determined by sequence analysis in accordance with conventional techniques. More preferably, antibodies (polyclonal or monoclonal) are used to detect differences in, or the absence of BRCA2 peptides. The 

antibodies may be prepared as discussed above under the heading "Antibodies" and as further shown in Examples 9 and 10. Other techniques for raising and purifying antibodies are well known in the art and any such techniques may be chosen to achieve the preparations claimed in this invention. In a preferred embodiment of the invention, antibodies will 

immunoprecipitate BRCA2 proteins from solution as well as react with BRCA2 protein on Western or immunoblots of polyacrylamide gels. In another preferred embodiment, antibodies will detect BRCA2 proteins in paraffin or frozen tissue sections, using immunocytochemical techniques. 

Preferred embodiments relating to methods for detecting BRCA2 or its mutations include enzyme linked immunosorbent assays (ELISA), radioimmunoassays (RIA), immunoradiometric assays (IRMA) and immunoenzymatic assays (IEMA), including sandwich assays using monoclonal and/or polyclonal antibodies. Exemplary sandwich assays are described 

by David et al. in U.S. Pat. Nos. 4,376,110 and 4,486,530, hereby incorporated by reference, and exemplified in Example 9. 

Methods of Use: Drug Screening 

This invention is particularly useful for screening compounds by using the BRCA2 polypeptide or binding fragment thereof in any of a variety of drug screening techniques. 

The BRCA2 polypeptide or fragment employed in such a test may either be free in solution, affixed to a solid support, or borne on a cell surface. One method of drug screening utilizes eucaryotic or procaryotic host cells which are stably transformed with recombinant polynucleotides expressing the polypeptide or fragment, preferably in competitive binding 

assays. Such cells, either in viable or fixed form, can be used for standard binding assays. One may measure, for example, for the formation of complexes between a BRCA2 polypeptide or fragment and the agent being tested, or examine the degree to which the formation of a complex between a BRCA2 polypeptide or fragment and a known ligand is 

interfered with by the agent being tested. 

Thus, the present invention provides methods of screening for drugs comprising contacting such an agent with a BRCA2 polypeptide or fragment thereof and assaying (i) for the presence of a complex between the agent and the BRCA2 polypeptide or fragment, or (ii) for the presence of a complex between the BRCA2 polypeptide or fragment and a ligand, 

by methods well known in the art. In such competitive binding assays the BRCA2 polypeptide or fragment is typically labeled. Free BRCA2 polypeptide or fragment is separated from that present in a protein:protein complex, and the amount of free (i.e., uncomplexed) label is a measure of the binding of the agent being tested to BRCA2 or its interference with 

BRCA2: ligand binding, respectively. 

Another technique for drug screening provides high throughput screening for compounds having suitable binding affinity to the BRCA2 polypeptides and is described in detail in Geysen, PCT published application WO 84/03564, published on Sep. 13, 1984. Briefly stated, large numbers of different small peptide test compounds are synthesized on a solid 



substrate, such as plastic pins or some other surface. The peptide test compounds are reacted with BRCA2 polypeptide and washed. Bound BRCA2 polypeptide is then detected by methods well known in the art. Purified BRCA2 can be coated directly onto plates for use in the aforementioned drug screening techniques. However, non-neutralizing antibodies 

to the polypeptide can be used to capture antibodies to immobilize the BRCA2 polypeptide on the solid phase. 

This invention also contemplates the use of competitive drug screening assays in which neutralizing antibodies capable of specifically binding the BRCA2 polypeptide compete with a test compound for binding to the BRCA2 polypeptide or fragments thereof. In this manner, the antibodies can be used to detect the presence of any peptide which shares one or 

more antigenic determinants of the BRCA2 polypeptide. 

A further technique for drug screening involves the use of host eukaryotic cell lines or cells (such as described above) which have a nonfunctional BRCA2 gene. These host cell lines or cells are defective at the BRCA2 polypeptide level. The host cell lines or cells are grown in the presence of drug compound. The rate of growth of the host cells is measured 

to determine if the compound is capable of regulating the growth of BRCA2 defective cells. 

Methods of Use: Rational Drug Design 

The goal of rational drug design is to produce structural analogs of biologically active polypeptides of interest or of small molecules with which they interact (e.g., agonists, antagonists, inhibitors) in order to fashion drugs which are, for example, more active or stable forms of the polypeptide, or which, e.g., enhance or interfere with the function of a 

polypeptide in vivo. See, e.g., Hodgson, 1991. In one approach, one first determines the three-dimensional structure of a protein of interest (e.g., BRCA2 polypeptide) or, for example, of the BRCA2-receptor or ligand complex, by x-ray crystallography, by computer modeling or most typically, by a combination of approaches. Less often, useful information 

regarding the structure of a polypeptide may be gained by modeling based on the structure of homologous proteins. An example of rational drug design is the development of HIV protease inhibitors (Erickson et al., 1990). In addition, peptides (e.g., BRCA2 polypeptide) are analyzed by an alanine scan (Wells, 1991). In this technique, an amino acid residue is 

replaced by Ala, and its effect on the peptide's activity is determined. Each of the amino acid residues of the peptide is analyzed in this manner to determine the important regions of the peptide. 

It is also possible to isolate a target-specific antibody, selected by a functional assay, and then to solve its crystal structure. In principle, this approach yields a pharmacore upon which subsequent drug design can be based. It is possible to bypass protein crystallography altogether by generating anti-idiotypic antibodies (anti-ids) to a functional, 

pharmacologically active antibody. As a mirror image of a mirror image, the binding site of the anti-ids would be expected to be an analog of the original receptor. The anti-id could then be used to identify and isolate peptides from banks of chemically or biologically produced banks of peptides. Selected peptides would then act as the pharmacore. 

Thus, one may design drugs which have, e.g., improved BRCA2 polypeptide activity or stability or which act as inhibitors, agonists, antagonists, etc. of BRCA2 polypeptide activity. By virtue of the availability of cloned BRCA2sequences, sufficient amounts of the BRCA2 polypeptide may be made available to perform such analytical studies as x-ray 

crystallography. In addition, the knowledge of the BRCA2 protein sequence provided herein will guide those employing computer modeling techniques in place of, or in addition to x-ray crystallography. 

Methods of Use: Gene Therapy 

According to the present invention, a method is also provided of supplying wild-type BRCA2 function to a cell which carries mutant BRCA2 alleles. Supplying such a function should suppress neoplastic growth of the recipient cells. The wild-type BRCA2 gene or a part of the gene may be introduced into the cell in a vector such that the gene remains 

extrachromosomal. In such a situation, the gene will be expressed by the cell from the extrachromosomal location. If a gene fragment is introduced and expressed in a cell carrying a mutant BRCA2 allele, the gene fragment should encode a part of the BRCA2 protein which is required for non-neoplastic growth of the cell. More preferred is the situation where 

the wild-type BRCA2 gene or a part thereof is introduced into the mutant cell in such a way that it recombines with the endogenous mutant BRCA2 gene present in the cell. Such recombination requires a double recombination event which results in the correction of the BRCA2 gene mutation. Vectors for introduction of genes both for recombination and for 

extrachromosomal maintenance are known in the art, and any suitable vector may be used. Methods for introducing DNA into cells such as electroporation, calcium phosphate co-precipitation and viral transduction are known in the art, and the choice of method is within the competence of the routineer. Cells transformed with the wild-type BRCA2 gene can 

be used as model systems to study cancer remission and drug treatments which promote such remission. 

As generally discussed above, the BRCA2 gene or fragment, where applicable, may be employed in gene therapy methods in order to increase the amount of the expression products of such genes in cancer cells. Such gene therapy is particularly appropriate for use in both cancerous and pre-cancerous cells, in which the level of BRCA2 polypeptide is 

absent or diminished compared to normal cells. It may also be useful to increase the level of expression of a given BRCA2 gene even in those tumor cells in which the mutant gene is expressed at a "normal" level, but the gene product is not fully functional. 

Gene therapy would be carried out according to generally accepted methods, for example, as described by Friedman, 1991. Cells from a patient's tumor would be first analyzed by the diagnostic methods described above, to ascertain the production of BRCA2 polypeptide in the tumor cells. A virus or plasmid vector (see further details below), containing a 

copy of the BRCA2 gene linked to expression control elements and capable of replicating inside the tumor cells, is prepared. Suitable vectors are known, such as disclosed in U.S. Pat. No. 5,252,479 and PCT published application WO 93/07282. The vector is then injected into the patient, either locally at the site of the tumor or systemically (in order to reach 

any tumor cells that may have metastasized to other sites). If the transfected gene is not permanently incorporated into the genome of each of the targeted tumor cells, the treatment may have to be repeated periodically. 

Gene transfer systems known in the art may be useful in the practice of the gene therapy methods of the present invention. These include viral and nonviral transfer methods. A number of viruses have been used as gene transfer vectors, including papovaviruses, e.g., SV40 (Madzak et al., 1992), adenovirus (Berkner, 1992; Berkner et al., 1988; Gorziglia 

and Kapikian, 1992; Quantin et al., 1992; Rosenfeld et al., 1992; Wilkinson et al., 1992; Stratford-Perricaudet et al., 1990), vaccinia virus (Moss, 1992), adeno-associated virus (Muzyczka, 1992; Ohi et al., 1990), herpesviruses including HSV and EBV (Margolskee, 1992; Johnson et al., 1992; Fink et al., 1992; Breakfield and Geller, 1987; Freese et al., 1990), 

and retroviruses of avian (Brandyopadhyay and Temin, 1984; Petropoulos et al., 1992), murine (Miller, 1992; Miller et al., 1985; Sorge et al., 1984; Mann and Baltimore, 1985; Miller et al., 1988), and human origin (Shimada et al., 1991; Helseth et al., 1990; Page et al., 1990; Buchschacher and Panganiban, 1992). Most human gene therapy protocols have 



been based on disabled murine retroviruses. 

Nonviral gene transfer methods known in the art include chemical techniques such as calcium phosphate coprecipitation (Graham and van der Eb, 1973; Pellicer et al., 1980); mechanical techniques, for example microinjection (Anderson et al., 1980; Gordon et al., 1980; Brinster et al., 1981; Constantini and lacy, 1981); membrane fusion-mediated transfer 

via liposomes (Felgner et al., 1987; Wang and Huang, 1989; Kaneda et al., 1989; Stewart et al., 1992; Nabel et al., 1990; Lim et al., 1992); and direct DNA uptake and receptor-mediated DNA transfer (Wolff et al., 1990; Wu et al., 1991; Zenke et al., 1990; Wu et al., 1989b; Wolff et al., 1991; Wagner et al., 1990; Wagner et al., 1991; Cotten et al., 1990; Curiel 

et al., 1991a; Curiel et al., 1991b). Viral-mediated gene transfer can be combined with direct in vivo gene transfer using liposome delivery, allowing one to direct the viral vectors to the tumor cells and not into the surrounding nondividing cells. Alternatively, the retroviral vector producer cell line can be injected into tumors (Culver et al., 1992). Injection of 

producer cells would then provide a continuous source of vector particles. This technique has been approved for use in humans with inoperable brain tumors. 

In an approach which combines biological and physical gene transfer methods, plasmid DNA of any size is combined with a polylysine-conjugated antibody specific to the adenovirus hexon protein, and the resulting complex is bound to an adenovirus vector. The trimolecular complex is then used to infect cells. The adenovirus vector permits efficient binding, 

internalization, and degradation of the endosome before the coupled DNA is damaged. 

Liposome/DNA complexes have been shown to be capable of mediating direct in vivo gene transfer. While in standard liposome preparations the gene transfer process is nonspecific, localized in vivo uptake and expression have been reported in tumor deposits, for example, following direct in situ administration (Nabel, 1992). 

Gene transfer techniques which target DNA directly to breast and ovarian tissues, e.g., epithelial cells of the breast or ovaries, is preferred. Receptor-mediated gene transfer, for example, is accomplished by the conjugation of DNA (usually in the form of covalently closed supercoiled plasmid) to a protein ligand via polylysine. Ligands are chosen on the basis 

of the presence of the corresponding ligand receptors on the cell surface of the target cell/tissue type. One appropriate receptor/ligand pair may include the estrogen receptor and its ligand, estrogen (and estrogen analogues). These ligand-DNA conjugates can be injected directly into the blood if desired and are directed to the target tissue where receptor 

binding and internalization of the DNA-protein complex occurs. To overcome the problem of intracellular destruction of DNA, coinfection with adenovirus can be included to disrupt endosome function. 

The therapy involves two steps which can be performed singly or jointly. In the first step, prepubescent females who carTy a BRCA2susceptibility allele are treated with a gene delivery vehicle such that some or all of their mammary ductal epithelial precursor cells receive at least one additional copy of a functional normal BRCA2 allele. In this step, the 

treated individuals have reduced risk of breast cancer to the extent that the effect of the susceptible allele has been countered by the presence of the normal allele. In the second step of a preventive therapy, predisposed young females, in particular women who have received the proposed gene therapeutic treatment, undergo hormonal therapy to mimic the 

effects on the breast of a full term pregnancy. 

Methods of Use: Peptide Therapy 

Peptides which have BRCA2 activity can be supplied to cells which carry mutant or missing BRCA2 alleles. The sequence of the BRCA2 protein is disclosed in SEQ ID NO:2. Protein can be produced by expression of the cDNA sequence in bacteria, for example, using known expression vectors. Alternatively, BRCA2 polypeptide can be extracted from 

BRCA2-producing mammalian cells. In addition, the techniques of synthetic chemistry can be employed to synthesize BRCA2 protein. Any of such techniques can provide the preparation of the present invention which comprises the BRCA2 protein. The preparation is substantially free of other human proteins. This is most readily accomplished by synthesis 

in a microorganism or in vitro. 

Active BRCA2 molecules can be introduced into cells by microinjection or by use of liposomes, for example. Alternatively, some active molecules may be taken up by cells, actively or by diffusion. Extracellular application of the BRCA2 gene product may be sufficient to affect tumor growth. Supply of molecules with BRCA2 activity should lead to partial 

reversal of the neoplastic state. Other molecules with BRCA2 activity (for example, peptides, drugs or organic compounds) may also be used to effect such a reversal. Modified polypeptides having substantially similar function are also used for peptide therapy. 

Methods of Uise: Transformed Hosts 

Similarly, cells and animals which carry a mutant BRCA2 allele can be used as model systems to study and test for substances which have potential as therapeutic agents. The cells are typically cultured epithelial cells. These may be isolated from individuals with BRCA2 mutations, either somatic or germline. Alternatively, the cell line can be engineered to 

carry the mutation in the BRCA2 allele, as described above. After a test substance is applied to the cells, the neoplastically transformed phenotype of the cell is determined. Any trait of neoplastically transformed cells can be assessed, including anchorage-independent growth, tumorigenicity in nude mice, invasiveness of cells, and growth factor dependence. 

Assays for each of these traits are known in the art. 

Animals for testing therapeutic agents can be selected after mutagenesis of whole animals or after treatment of germline cells or zygotes. Such treatments include insertion of mutant BRCA2 alleles, usually from a second animal species, as well as insertion of disrupted homologous genes. Alternatively, the endogenous BRCA2 gene(s) of the animals may be 

disrupted by insertion or deletion mutation or other genetic alterations using conventional techniques (Capecchi, 1989; Valancius and Smithics, 1991; Hasty et al., 1991; Shinkai et al., 1992; Mombaerts et al., 1992; Philpott et al., 1992; Snouwaert et al., 1992; Donehower et al., 1992). After test substances have been administered to the animals, the growth of 

tumors must be assessed. If the test substance prevents or suppresses the growth of tumors, then the test substance is a candidate therapeutic agent for the treatment of the cancers identified herein. These animal models provide an extremely important testing vehicle for potential therapeutic products. 

The present invention is described by reference to the following Examples, which are offered by way of illustration and are not intended to limit the invention in any manner. Standard techniques well known in the art or the techniques specifically described below were utilized. 



EXAMPLE 1 Ascertain and Study Kindreds Likely to Have a Chromosome 13-Linked Breast Cancer Susceptibility Locus  

Extensive cancer prone kindreds were ascertained from a defined population providing a large set of extended kindreds with multiple cases of breast cancer and many relatives available to study. The large number of meioses present in these large kindreds provided the power to detect whether the BRCA2 locus was segregating, and increased the 

opportunity for informative recombinants to occur within the small region being investigated. This vastly improved the chances of establishing linkage to the BRCA2 region, and greatly facilitated the reduction of the BRCA2 region to a manageable size, which permits identification of the BRCA2 locus itself. 

Each kindred was extended through all available connecting relatives, and to all informative first degree relatives of each proband or cancer case. For these kindreds, additional breast cancer cases and individuals with cancer at other sites of interest who also appeared in the kindreds were identified through the tumor registry linked files. All breast cancers 

reported in the kindred which were not confirmed in the Utah Cancer Registry were researched. Medical records or death certificates were obtained for confinnation of all cancers. Each key connecting individual and all informative individuals were invited to participate by providing a blood sample from which DNA was extracted. We also sampled spouses 

and relatives of deceased cases so that the genotype of the deceased cases could be inferred from the genotypes of their relatives. 

Kindreds which had three or more cancer cases with inferable genotypes were selected for linkage studies to chromosome 13 markers. These included kindreds originally ascertained from the linked databases for a study of proliferative breast disease and breast cancer (Skolnick et al., 1990). The criterion for selection of these kindreds was the presence of 

two sisters or a mother and her daughter with breast cancer. Additionally, kindreds which have been studied since 1980 as part of our breast cancer linkage studies and kindreds ascertained from the linked databases for the presence of clusters of male and female breast cancer and self-referred kindreds with early onset breast cancer were included. These 

kindreds were investigated and expanded in our clinic in the manner described above. 

For each sample collected in these kindreds, DNA was extracted from blood or paraffin- embedded tissue blocks using standard laboratory protocols. Genotyping in this study was restricted to short tandem repeat (STR) markers since, in general, they have high heterozygosity and PCR methods offer rapid turnaround while using very small amounts of DNA. 

To aid in this effort, STR markers on chromosome 13 were developed by screening a chromosome specific cosmid library for clones which contained short tandem repeats of 2, 3 or 4, localized to the short arm in the region of the Rb tumor suppressor locus. Oligonucleotide sequences for markers not developed in our laboratory were obtained from 

published reports, or as part of the Breast Cancer Linkage Consortium, or from other investigators. All genotyping films were scored blindly with a standard lane marker used to maintain consistent coding of alleles. Key samples underwent duplicate typing for all relevant markers. 

LOD scores for each kindred were calculated for two recombination fraction values, 0.001 and 0.1. (For calculation of LOD scores, see Ott 1985). Likelihoods were computed under the model derived by Claus et al., 1991, which assumes an estimated gene frequency of 0.003, a lifetime risk in female gene carriers of about 0.80, and population based age-

specific risks for breast cancer in non-gene carriers. Allele frequencies for the markers used for the LOD score calculations were calculated from our own laboratory typings of unrelated individuals in the CEPH panel (White and Lalouel, 1988). 

Kindred 107 is the largest chromosome 13-linked breast cancer family reported to date by any group. The evidence of linkage to chromosome 13 for this family is overwhelming. In smaller kindreds, sporadic cancers greatly confound the analysis of linkage and the correct identification of key recombinants. 

In order to improve the characterization of our recombinants and define closer flanking markers, a dense map of this relatively small region on chromosome 13 was required. Our approach was to analyze existing STR markers provided by other investigators and any newly developed markers from our laboratory in our chromosome linked kindreds. FIG. 1 

shows the location of ten markers used in the genetic analysis. Table 1 gives the LOD scores for linkage for each of the 19 kindreds in our study, which reduced the region to approximately 1.5 Mb. 

                                  TABLE 1__________________________________________________________________________Haplotype and Phenotype Data for the 18 Families                        STRs Examined    Number of Cancer Cases (1)           Posterior                  tdj   D13S  mb D13S                                    5370- D13S                                             

D13SKindred    FBR  MBR     OV LOD           Probability (2)                  3820                     4247                        260                           GA9                              561                                 171                                    2C AC6                                          310                                             

267__________________________________________________________________________ 107*    22 3  2  5.06           1.00   8  28 4  10 8  *.3                                    2  6  4  128001    0  3  0  n.d.           0.90   8  30 6  10 7  10 5  5  5  48004    1  2  0  n.d.           0.90   9  11 4   4 7  8  6  8  4  122044*    8  1  4  2.13           1.00   9  12 10  7 5  9  6  5  4  

82043*    2  1  1  0.86           0.98   6  30 3  12 7  10 5  8  4  122018    3  1  0  n.d.           0.90   9  12 7   3 8  3  6  6  5  8 937    3  1  0  n.d.           0.90   8  10 4  -- -- 8  10 6  7  71018*    9  1  0  2.47           1.00   6  17 8  10 5  8  2  5  4  82328    11 1  0  0.42           0.96   9  10 3  10 5  8  5  5  7  122263    2  1  0  n.d.           0.90   9  28 8  -- 8  4  -- -- 7  128002    2  

1  0  n.d.           0.90   3  29 7  10 5  8  5  5  5  88003    2  1  0  n.d.           0.90   4  12 6  10 6  3  4  5  4  82367    6  0  1  0.40           0.85   6  28 7  10 12 3  7  5  5  42388    3  0  1  0.92           0.95   8  16 7  12 4  10 4  5  5  122027*    4  0  0  0.39           0.85   4  11 3  10 7  10 5  6  7  124328    4  0  0  0.44           0.87   9  10 8   4 8  3  7  8  5  122355    3  0  0  

0.36           0.84   9  10 6   4 6  3  7  5  8  82327    11 0  0  1.92           0.99   3  12 2   9 5  10 5  5  3  41019    2  2  0__________________________________________________________________________ *Families reported in Wooster et al. (1994). n.d. = not determined (1) Excludes cases known to be sporadic (i.e., do not share the BRCA2 haplotype 

segregating in the family). FBR = female breast cancer under 60 years. MBR = male breast cancer OV = ovarian cancer (2) Posterior probability assumes that, a priori, 90% of families with male breast and early onset female breast cancers that are unlinked to BRCA1 are due to BRCA2, and 70% of female breast cancer families unlinked to BRCA1 are due 

to BRCA1. 

Table 1 also gives the posterior probability of a kindred having a BRCA2 mutation based on LOD scores and prior probabilities. Four of these markers (D13S171, D13S260, D13S310 and D13S267) were previously known. The other six markers were found as part of our search for BRCA2. We were able to reduce the region to 1.5 megabases based on a 

recombinant in Kindred 107 with marker tdj3820 at the left boundary, and a second recombinant in Kindred 2043 with marker YS-G-B10T at the right boundary (see FIG. 1) which is at approximately the same location as AC6 and D13S310. Furthermore, a homozygous deletion was found in a pancreatic tumor cell line in the BRCA2 region which may have 

been driven by BRCA2 itself, this deletion is referred to as the Schutte/Kern deletion in FIG. 1 (Schutte et al., 1995). The Schutte/Kern contig in FIG. 1 refers to these authors' physical map which covers the deletion. 

EXAMPLE 2 Development of Genetic and Physical Resources in the Region of Interest  



To increase the number of highly polymorphic loci in the BRCA2 region, we developed a number of STR markers in our laboratory from P1s, BACs and YACs which physically map to the region. These markers allowed us to further refine the region (see Table 1 and the discussion above). 

STSs in the desired region were used to identify YACs which contained them. These YACs were then used to identify subclones in P1s or BACs. These subdlones were then screened for the presence of a short tandem repeats. Clones with a strong signal were selected preferentially, since they were more likely to represent repeats which have a large 

number of repeats and/or are of near- perfect fidelity to the pattern. Both of these characteristics are known to increase the probability of polymorphism (Weber et al., 1990). These clones were sequenced directly from the vector to locate the repeat. We obtained a unique sequence on one side of the short tandem repeat by using one of a set of possible 

primers complementary to the end of the repeat. Based on this unique sequence, a primer was made to sequence back across the repeat in the other direction, yielding a unique sequence for design of a second primer flanking it. STRs were then screened for polymorphism on a small group of unrelated individuals and tested against the hybrid panel to 

confirm their physical localization. New markers which satisfied these criteria were then typed in a set of unrelated individuals from Utah to obtain allele frequencies appropriate for the study of this population. Many of the other markers reported in this study were also tested in unrelated individuals to obtain similarly appropriate allele frequencies. 

Using the procedure described above, novel STRs were found from these YACs which were both polymorphic and localized to the BRCA2 region. FIG. 1 shows a schematic map of STSs, P1s, BACs and YACs in the BRCA2 region. 

EXAMPLE 3 Identification of Candidate cDNA Clones for the BRCA2 Locus by Genomic Analysis of the Contig Region  

1. General Methods 

Complete screen of the plausible region. The first method to identify candidate cDNAs, although labor intensive, used Inown techniques. The method comprised the screening of P1 and BAC clones in the contig to identify putative coding sequences. The clones containing putative coding sequences were then used as probes on filters of cDNA libraries to 

identify candidate cDNA clones for future analysis. The clones were screened for putative coding sequences by either of two methods. 

The P1 clones to be analyzed were digested with a restriction enzyme to release the human DNA from the vector DNA. The DNA was separated on a 14 cm, 0.5% agarose gel run overnight at 20 volts for 16 hours. The human DNA bands were cut out of the gel and electroeluted from the gel wedge at 100 volts for at least two hours in 0.5× Tris Acetate 

buffer (Maniatis et al., 1982). The eluted Not I digested DNA (˜15 kb to 25 kb) was then digested with EcoRI restriction enzyme to give smaller fragments (˜0.5 kb to 5.0 kb) which melt apait more easily for the next step of labeling the DNA with radionucleotides. The DNA fragments were labeled by means of the hexamer random prime labeling method 

(Boehringer-Mannheim, Cat. #1004760). The labeled DNA was spermine precipitated (add 100 μl TE, 5 μl 0.1 M spermine, and 5 μl of 10 mg/ml salmon sperm DNA) to remove unincorporated radionucleotides. The labeled DNA was then resuspended in 100 μl TE, 0.5M NaCl at 65° C. for 5 minutes and then blocked with Human Co t-1 DNA for 2-4 hrs. as 

per the manufacturer's instructions (Gibco/BRL, Cat. #5279SA). The Co t-1 blocked probe was incubated on the filters in the blocking solution overnight at 42° C. The filters were washed for 30 minutes at room temperature in 2×SSC, 0.1% SDS, and then in the same buffer for 30 minutes at 55° C. The filters were then exposed 1 to 3 days at -70° C. to Kodak 

XAR-5 film with an intensifying screen. Thus, the blots were hybridized with either the pool of Eco-RI fragments from the insert, or each of the fragments individually. 

The human DNA from clones in the region was isolated as whole insert or as EcoRI fragments and labeled as described above. The labeled DNA was used to screen filters of various cDNA libraries under the same conditions described above except that the cDNA filters undergo a more stringent wash of 0.1×SSC, 0.1% SDS at 65° C. for 30 minutes twice. 

Most of the cDNA libraries used to date in our studies (libraries from normal breast tissue, breast tissue from a woman in her eighth month of pregnancy and a breast malignancy) were prepared at Clonetech, Inc. The cDNA library generated from breast tissue of an 8 month pregnant woman is available from Clonetech (Cat. #HL1037a) in the Lambda gt-10 

vector, and is grown in C600Hfl bacterial host cells. Normal breast tissue and malignant breast tissue samples were isolated from a 37 year old Caucasian female and one-gram of each tissue was sent to Clonetech for mRNA processing and cDNA library construction. The latter two libraries were generated using both random and oligo-dT priming, with size 

selection of the final products which were then cloned into the Lambda Zap II vector, and grown in XL1-blue strain of bacteria as described by the manufacturer. Additional tissue-specific cDNA libraries include human fetal brain (Stratagene, Cat. 936206), human testis (Clonetech Cat. HL3024), human thymus (Clonetech Cat. HL 1127n), human brain 

(Clonetech Cat. HL11810), human placenta (Clonetech Cat 1075b), and human skeletal muscle (Clonetech Cat. HL1124b). 

The cDNA libraries were plated with their host cells on NZCYM plates, and filter lifts are made in duplicate from each plate as per Maniatis et al. (1982). Insert (human) DNA from the candidate genomic clones was purified and radioactively labeled to high specific activity. The radioactive DNA was then hybridized to the cDNA filters to identify those cDNAs 

which correspond to genes located within the candidate cosmid clone. cDNAs identified by this method were picked, replated, and screened again with the labeled clone insert or its derived EcoRi fragment DNA to verify their positive status. Clones that were positive after this second round of screening were then grown up and their DNA purified for Southern 

blot analysis and sequencing. Clones were either purified as plasmid through in vivo excision of the plasmid from the Lambda vector as described in the protocols from the manufacturers, or isolated from the 1 ambda vector as a restriction fragment and subcloned into plasmid vector. 

The Southern blot analysis was performed in duplicate, one using the original genomic insert DNA as a probe to verify that cDNA insert contains hybridizing sequences. The second blot was hybridized with cDNA insert DNA from the largest cDNA clone to identify which clones represent the same gene. All cDNAs which hybridize with the genomic clone and 

are unique were sequenced and the DNA analyzed to determine if the sequences represent known or unique genes. All cDNA clones which appear to be unique were further analyzed as candidate BRCA2 loci. Specifically, the clones are hybridized to Northern blots to look for breast specific expression and differential expression in normal versus breast 

tumor RNAs. They are also analyzed by PCR on clones in the BRCA2 region to verify their location. To map the extent of the locus, full length cDNAs are isolated and their sequences used as PCR probes on the YACs and the clones surrounding and including the original identifying clones. Intron-exon boundaries arc then further defined through sequence 

analysis. 

We have screened the normal breast, 8 month pregnant breast and fetal brain cDNA libraries with Eco RI fragments from cosmid BAC and P1 clones in the region. Potential BRCA2 cDNA clones were identified among the three libraries. Clones were picked, replated, and screened again with the original probe to verify that they were positive. 



Analysis of hybrid-selected cDNA. cDNA fragments obtained from direct selection were checked by Southern blot hybridization against the probe DNA to verify that they originated from the contig. Those that passed this test were sequenced in their entirety. The set of DNA sequences obtained in this way were then checked against each other to find 

independent clones that overlapped. 

The direct selection of cDNA method (Lovett et al., 1991; Futreal, 1993) is utilized with P1 and BAC DNA as the probe. The probe DNA is digested with a blunt cutting restriction enzyme such as HaeIII. Double-stranded adapters are then ligated onto the DNA and serve as binding sites for primers in subsequent PCR amplification reactions using biotinylated 

primers. Target cDNA is generated from mRNA derived from tissue samples, e.g., breast tissue, by synthesis of either random primed or oligo(dT) primed first strand, followed by second strand synthesis. The cDNA ends are rendered blunt and ligated onto double-stranded adapters. These adapters serve as amplification sites for PCR. The target and probe 

sequences are denatured and mixed with human Co t-1 DNA to block repetitive sequences. Solution hybridization is carried out to high Co t-1/2 values to ensure hybridization of rare target cDNA molecules. The annealed material is then captured on avidin beads, washed at high stringency and the retained cDNAs are eluted and amplified by PCR. The 

selected cDNA is subjected to further rounds of enrichment before cloning into a plasmid vector for analysis. 

HTF island analysis. A method for identifying cosmids to use as probes on the cDNA libraries was HTF island analysis. HTF islands are segments of DNA which contain a very high frequency of unmethylated CpG dinucleotides (Tonolio et al., 1990) and are revealed by the clustering of restriction sites of enzymes whose recognition sequences include CpG 

dinucleotides. Enzymes known to be useful in HTF-island analysis are AscI, NotI, BssHII, EagI, SacII, NaeI, NarI, SmaI, and MluI (Anand, 1992). 

Analysis of candidate clones. One or more of the candidate genes generated from above were sequenced and the information used for identification and classification of each expressed gene. The DNA sequences were compared to known genes by nucleotide sequence comparisons and by translation in all frames followed by a comparison with known 

amino acid sequences. This was accomplished using Genetic Data Environment (GDE) version 2.2 software and the Basic Local Alignment Search Tool (Blast) series of client/server software packages (e.g., BLASTN 1.3.13MP), for sequence comparison against both local and remote sequence databases (e.g., GenBank), running on Sun SPARC 

workstations. Sequences reconstructed from collections of cDNA clones identified with the cosmids and P1s have been generated. All candidate genes that represented new sequences were analyzed further to test their candidacy for the putative BRCA2 locus. 

Mutation screening. To screen for mutations in the affected pedigrees, two different approaches were followed. First, genomic DNA isolated from family members known to carry the susceptibility allele of BRCA2 was used as a template for amplification of candidate gene sequences by PCR. If the PCR primers flank or overlap an intron/exon boundary, the 

amplified fragment will be larger than predicted from the cDNA sequence or will not be present in the amplified mixture. By a combination of such amplification experiments and sequencing of P1 or BAC clones using the set of designed primers it is possible to establish the intron/exon structure and ultimately obtain the DNA sequences of genomic DNA from 

the kindreds. 

A second approach that is much more rapid if the intron/exon structure of the candidate gene is complex involves sequencing fragments amplified from cDNA synthesized from lymphocyte mRNA extracted from pedigree blood which was used as a substrate for PCR amplification using the set of designed primers. If the candidate gene is expressed to a 

significant extent in lymphocytes, such experiments usually produce amplified fragments that can be sequenced directly without knowledge of intron/exon junctions. 

The products of such sequencing reactions were analyzed by gel electrophoresis to determine positions in the sequence that contain either mutations such as deletions or insertions, or base pair substitutions that cause amino acid changes or other detrimental effects. 

Any sequence within the BRCA2 region that is expressed in breast is considered to be a candidate gene for BRCA2. Compelling evidence that a given candidate gene corresponds to BRCA2 comes from a demonstration that kindred families contain defective alleles of the candidate. 

2. Specific Methods 

Hybrid selection. Two distinct methods of hybrid selection were used in this work. 

Method 1: cDNA preparation and selection. Randomly primed cDNA was prepared from poly (A)
+
 RNA of mammary gland, ovary testis, fetal brain and placenta tissues and from total RNA of the cell line Caco-2 (ATCC HTB 37). cDNAs were homopolymer tailed and then hybrid selected for two consecutive rounds of hybridization to immobilized P1 or BAC 

DNA as described previously. (Parimoo et al., 1991; Rommens et al., 1994). Groups of two to four overlapping P1 and/or BAC clones were used in individual selection experiments. Hybridizing cDNA was collected, passed over a G50 Fine Sephadex column and amplified using tailed primers. The products were then digested with EcoRI, size selected on 

agarose gels, and ligated into pBluescript (Stratagene) that had been digested with EcoRI and treated with calf alkaline phosphatase (Boehringer Mannheim). Ligation products were transformed into competent DH5αE. coli cells (Life Technologies, Inc.). 

Characterization of Retrieved cDNAs. 200 to 300 individual colonies from each ligation (from each 250 kbases of genomic DNA) were picked and gridded into microtiter plates for ordering and storage. Cultures were replica transferred onto Hybond N membranes (Amersham) supported by LB agar with ampicillin. Colonies were allowed to propagate and were 

subsequently lysed with standard procedures. Initial analysis of the cDNA clones involved a prescreen for ribosomal sequences and subsequent cross screenings for detection of overlap and redundancy. 

Approximately 10-25% of the clones were eliminated as they hybridized strongly with radiolabeled cDNA obtained from total RNA. Plasmids from 25 to 50 clones from each selection experiment that did not hybridize in prescreening were isolated for further analysis. The retrieved cDNA fragments were verified to originate from individual starting genomic 

clones by hybridization to restriction digests of DNAs of the starting clones, of a hamster hybrid cell line (GM10898A) that contains chromosome 13 as its only human material and to human genomic DNA. The clones were tentatively assigned into groups based on the overlapping or non-overlapping intervals of the genomic clones. Of the clones tested, 

approximately 85% mapped appropriately to the starting clones. 



Method 2 (Lovett et al., 1991): cDNA Preparation. Poly(A) enriched RNA from human mammary gland, brain, lymphocyte and stomach were reverse-transcribed using the tailed random primer XN12  

5'-(NH2)-GTAGTGCAAGGCTCGAGAACNNNNNNNNNNNN! (SEQ ID NO:3) and Superscript II reverse transcriptase (Gibco BRL). After second strand synthesis and end polishing, the ds cDNA was purified on Sepharose CL-4B columns (Pharmacia). cDNAs were "anchored" by ligation of a double-stranded oligo RP 

5'-(NH2)-TGAGTAGAATTCTAACGGCCGTCATTGTTC (SEQ ID NO:4) annealed to 

5'-GAACAATGACGGCCGTTAGAATTCTACTCA-(NH2) (SEQ ID NO:5)! to their 5' ends (5' relative to mRNA) using T4 DNA ligase. Anchored ds cDNA was then repurified on Sepharose CL-4B columns. 

Selection. cDNAs from mammary gland, brain, lymphocyte and stomach tissues were first amplified using a nested version of RP 

(RP.A: 5'-TGAGTAGAATTCTAACGGCCGTCAT) (SEQ ID NO:6) and 

XPCR 5'-(PO4)-GTAGTGCAAGGCTCGAGAAC (SEQ ID NO:7)! and purified by fractionation on Sepharose CL-4B. Selection probes were prepared from purified P1s, BACs or PACs by digestion with HinfI and Exonuclease III. The single-stranded probe was photolabelled with photobiotin (Gibco BRL) according to the manufacturer's recommendations. 

Probe, cDNA and Cot-1 DNA were hybridized in 2.4M TEA-CL, 10 mM NaPO4, 1 mM EDTA. Hybridized cDNAs were captured on streptavidin-paramagnetic particles (Dynal), eluted, reamplified with a further nested version of RP 

RP.B: 5'-(PO4)-TGAGTAGAATTCTAACGGCCGTCATTG (SEQ ID NO:8)! and XPCR, and size-selected on Sepharose CL-6B. The selected, amplified cDNA was hybridized with an additional aliquot of probe and Co t-1 DNA. Captured and eluted products were amplified again with RP.B and XPCR, size-selected by gel electrophoresis and cloned into 

dephosphorylated HincII cut pUC18. Ligation products were transformed into XL2-Blue ultracompetent cells (Stratagene). 

Analysis. Approximately 192 colonies for each single-probe selection experiment were amplified by colony PCR using vector primers and blotted in duplicate onto Zeta Probe nylon filters (Bio-Rad). The filters were hybridized using standard procedures with either random primed Co t-1 DNA or probe DNA (P1, BAC or PAC). Probe-positive, Co t-1 negative 

clones were sequenced in both directions using vector primers on an ABI 377sequencer. 

Exon Trapping. Exon amplification was performed using a minimally overlapping set of BACs, P1s and PACs in order to isolate a number of gene sequences from the BRCA2 candidate region. Pools of genomic clones were assembled, containing from 100-300 kb of DNA in the form of 1-3 overlapping genomic clones. Genomic clones were digested with 

PstI or BamHI+ BglII and ligated into PstI or BamHI sites of the pSPL3 splicing vector. The exon amplification technique was performed (Church et al., 1993) and the end products were cloned in the pAMP1 plasmid from the Uracil DNA Glycosylase cloning system (BRL). Approximately 6000 clones were picked, propagated in 96 well plates, stamped onto 

filters, and analyzed for the presence of vector and repeat sequences by hybridization. Each clone insert was PCR amplified and tested for redundancy, localization and human specificity by hybridization to grids of exons and dot blots of the parent genomic DNA. Unique candidate exons were sequenced, searched against the databases, and used for 

hybridization to cDNA libraries. 

5' RACE. The 5' end of BRCA2 was identified by a modified RACE protocol called biotin capture RACE. Poly(A) enriched RNA from human mammary gland and thymus was reverse-transcribed using the tailed random primer XN12  

5' (NH2) -GTAGTGCAAGGCTCGAGAACNNNN (SEQ ID NO:3)! and Superscript II reverse transcriptase (Gibco BRL). The RNA strand was hydrolyzed in NaOH and first strand cDNA purified by fractionation on Sepharose CL-4B (Pharmacia). First strand cDNAs were "anchored" by ligation of a double-stranded oligo with a 7 bp random 5' overhang ds UCA: 

5'-CCTTCACACGCGTATCGATTAGTCACNNNNNNN-(NH2) (SEQ ID NO:9) annealed to 5'-(PO4)-GTGACTAATCGATACGCGTGTGAAGGTGC (SEQ ID NO:10)! to their 3' ends using T4 DNA ligase. After ligation, the anchored cDNA was repurified by fractionation on Sepharose CL-4B. The 5' end of BRCA2 was amplified using a biotinylated reverse primer 

5'-(B)-TTGAAGAACAACAGGACTTTCACTA! (SEQ ID NO:11) and a nested version of UCA UCP.A: 5'-CACCTTCACACGCGTATCG (SEQ ID NO:12)!. PCR products were fractionated. on an agarose gel, gel purified, and captured on streptavidin-paramagnetic particles (Dynal). Captured cDNA was reamplified using a nested reverse primer 5'-

GTTCGTAATTGTTGTTTTTATGTTCAG! (SEQ ID NO: 13) and a further nested version of UCA UCP.B: 5'-CCTTTCACACGCGTATCGATTAG! (SEQ ID NO:14)!. This PCR reaction gave a single sharp band on an agarose gel; the DNA was gel purified and sequenced in both directions on an ABI 377 sequencer. 

cDNA Clones. Human cDNA libraries were screened with 
32

 P-labeled hybrid selected or exon trapped clones. Phage eluted from tertiary plaques were PCR amplified with vector-specific primers and then sequenced on an ABI 377sequencer. 

Northern Blots. Multiple Tissue Northern (MTN) filters, which are loaded with 2 tig per lane of poly(A)+ RNA derived from a number of human tissues, were purchased from Clonetech. 
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 P-random-primer labeled probes corresponding to retrieved cDNAs GT 713 (BRCA2 exons 3-7), λ wCPF1B8.1 (3∝ end of exon 11 into exon 20), and glyceraldehyde-3-

phosphate dehydrogenase (GAPDH) were used to probe the filters. Prehybridizations were at 42° C. in 50% formamide, 5× SSPE, 1% SDS, 5× Denhardt's mixture, 0.2 mg/ml denatured salmon testis DNA and 2 μg/ml poly(A). Hybridizations were in the same solution with the addition of dextran sulfate to 4% and probe. Stringency washes were in 

0.1×SSC/0.1% SDS at 50° C. 

RT-PCR Analysis. Ten μg of total RNA extracted from five human breast cancer cell lines (ZR-75-1, T-47D, MDA-MB-231, MDA-MB468 and BT-20) and three human prostate cancer cell lines (LNCaP, DU145 and PC-3) (RNAs provided by Dr. Claude Labrie, CHUL Research Center) were reverse transcribed using the primer mH20-1D05#RA 



5'-TTTGGATCATTTTCACACTGTC! (SEQ ID NO:15)! and Superscript II reverse transcriptase (Gibco BRL). Thereafter, the single strand cDNAs were amplified using the primers CG026#FB: 

5'-GTGCTCATAGTCAGAAATGAAG! (SEQ ID NO:16)! and mH20-1D05#RA (this is the primer pair that was used to island hop from the exon 7/8 junction into exon 11; the PCR product is about 1.55 kb). PCR products were fractionated on a 1.2% agarose gel. 

PCR Amplification and Mutation Screening. All 26 coding exons of BRCA2 and their associated splice sites were amplified from genomic DNA as described (Kamb et al., 1994b). The DNA sequences of the primers, some of which lie in flanking intron sequence, used for amplification and sequencing appear in Table 2. Some of the exons (2 through 10, 11-5, 

11-6, 11-7 and 23 through 27) were amplified by a simple one-step method. The PCR conditions for those exons were: single denaturing step of 95° C. (1 min.); 40 cycles of 96° C. (6sec.), Tann =55° C. (15sec.), 72° C. (1 min.). Other exons (11-22) required nested reamplification after the primary PCR reaction. In these cases, the initial amplification was 

carried out with the primers in the first two columns of Table 2 for 19 cycles as described above. Nested reamplification for these exons was carried out for 28 or 32 cycles at the same conditions with the primers appearing in the third column of Table 2. The buffer conditions were as described (Kamb et al., 1994b). The products were purified from 0.8% 

agarose gels using Qiaex beads (Qiagen). The purified products were analyzed by cycle sequencing with α-P
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 dATP with Ampli-Cycle™ Sequencing Kit (Perkin Elmer, Branchburg, N.J.). The reaction products were fractionated on 6% polyacrylamide gels. Al l (A) reactions were loaded adjacent each other, followed by the (C) reactions, etc. Detection of 

polymorphisms was carried out visually and confirmed on the other strand. 

                                  TABLE 2__________________________________________________________________________Primers for Amplifying BRCA2 ExonsEXON    FORWARD PRIMBR       REVERSE PRIMER     NESTED PRIMER__________________________________________________________________________ 2  

TGTTCCCATCCTCACAGTAAG*.sup.(17)                    GTACTGGGTTTTTAGCAAGCA*.sup.(18) 3  GGTTAAAACTAAGGTGGGA*.sup.(19)                    ATTTGCCCAGCATGACACA*(20) 4  TTTCCCAGTATAGAGGAGA*.sup.(21)                    GTAGGAAAATGTTTCATTTAA*(22) 5  ATCTAAAGTAGTATTCCAACA*.sup.(23)                    

GGGGGTAAAAAAAGGGGAA*.sup.(24) 6  GAGATAAGTCAGGTATGATT*.sup.(25)                    AATTGCCTGTATGAGGCAGA*.sup.(26) 7  GGCAATTCAGTAAACGTTAA*.sup.(27)                    ATTGTCAGTTACTAACACAC*.sup.(28) 8  GTGTCATGTAATCAAATAGT*.sup.(29)                    CAGGTTTAGAGACTTTCTC*.sup.(30) 9  

GGACCTAGGTTGATTGCA*.sup.(31)                    GTCAAGAAAGGTAAGGTAA*.sup.(32)10-1    CTATGAGAAAGGTTGTGAG*.sup.(33)                    CCTAGTCTTGCTAGTTCTT*.sup.(34)10-2    AACAGTTGTAGATACCTCTGAA*.sup.(35)                    GACTTTTTGATACCCTGAAATG*.sup.(36)10-3    CAGCATCTTGAATCTCATACAG*.sup.(37)                    

CATGTATACAGATGATGCCTAAG*.sup.(38)11-1    AACTTAGTGAAAAATATTTAGTGA.sup.(39)                    ATACATCTTGATTCTTTTCCAT*.sup.(40)                                       TTTAGTGAATGTGATTGATGGT*.sup.(4                                       1)11-2    AGAACCAACTTTGTCCTTAA.sup.(42)                    TTAGATTTGTGTTTTGGTTGAA*.sup.(43)                                       

TAGCTCTTTTGGGACAATTC*.sup.(44)                                       U11-3    ATGGAAAAGAATCAAGATGTAT*.sup.(45)                    CCTAATGTTATGTTCAGAGAG.sup.(46)                                       GCTACCTCCAAAACTGTGA*.sup.(47)                                       C11-4    GTGTAAAGCAGCATATAAAAAT*.sup.(48)                    

CTTGCTGCTGTCTACCTG.sup.(49)                                       AGTGGTCTTAAGATAGTCAT*.sup.(50)                                       A11-5    CCATAATTTAACACCTAGCCA**.sup.(51)                    CCAAAAAAGTTAAATCTGACA**.sup.(52)    GGCTTTTATTCTGCTCATGGC*.sup.(53)                    CCTCTGCAGAAGTTTCCTCAC*.sup.(54)11-6    

AACGGACTTGCTATTTACTGA*.sup.(55)                    AGTACCTTGCTCTTTTTCATC*.sup.(56)11-7    CAGCTAGCGGGAAAAAAGTTA*.sup.(57)                    TTCGGAGAGATGATTTTTGTC*.sup.(58)11-8    GCCTTAGCTTTTTACACAA*.sup.(59)                    TTTTTGATTATATCTCGTTG.sup.(60)                                       

TTATTCTCGTTGTTTTCCTTA*.sup.(61                                       )11-9    CCATTAAATTGTCCATATCTA*.sup.(62)                    GACGTAGGTGAATAGTGAAGA.sup.(63)                                       TCAAATTCCTCTAACACTCC*.sup.(64)                                       011-10    GAAGATAGTACCAAGCAAGTC.sup.(65)                    

TGAGACTTTGGTTCCTAATAC*.sup.(66)                                       AGTAACGAACATTCAGACCAG*.sup.(67                                       )11-11    GTCTTCACTATTCACCTACG*.sup.(68)                    CCCCCAAACTGACTACACAA.sup.(69)                                       AGCATACCAAGTCTACTGAAT*.sup.(70                                       )12  

ACTCTTTCAAACATTAGGTCA*.sup.(71)                    TTGGAGAGGCAGGTGGAT.sup.(72)                                       CTATAGAGGGAGAACAGAT*.sup.(73)                                       C13  TTTATGCTGATTTCTGTTGTAT.sup.(74)                    ATAAAACGGGAAGTGTTAACT*.sup.(75)                                       CTGTGAGTTATTTGGTGCAT*.sup.(76)                                       

A14  GAATACAAAACAGTTACCAGA.sup.(77)                    CACCACCAAAGGGGGAAA*.sup.(78)                                       AAATGAGGGTCTGCAACAAA*.sup.(79)                                       G15  GTCCGACCAGAACTTGAG.sup.(80)                    AGCCATTTGTAGGATACTAG*.sup.(81)                                       CTACTAGACGGGCGGAG*.sup.(82)16  

ATGTTTTTGTAGTGAAGATTCT.sup.(83)                    TAGTTCGAGAGACAGTTAAG*.sup.(84)                                       CAGTTTTGGTTTGTTATAATTG*.sup.(8                                       5)17  CAGAGAATAGTTGTAGTTGTT.sup.(86)                    AACCTTAACCCATACTGCC*.sup.(87)                                       TTCAGTATCATCCTATGTGG*.sup.(88)                                       

C18  TTTTATTCTCAGTTATTCAGTG.sup.(89)                    GAAATTGAGCATCCTTAGTAA*.sup.(90)                                       AATTCTAGAGTCACACTTCC*.sup.(91)                                       119  ATATTTTTAAGGCAGTTCTAGA.sup.(92)                    TTACACACACCAAAAAAGTCA*.sup.(93)                                       

TGAAAACTCTTATGATATCTGT*.sup.(9                                       4)20  TGAATGTTATATATGTGACTTTT*.sup.(95)                    CTTGTTGCTATTCTTTGTCTA.sup.(96)                                       CCCTAGATACTAAAAAATAAAG*.sup.(9                                       7)21  CTTTTAGCAGTTATATAGTTTC.sup.(98)                    

GCCAGAGAGTCTAAAACAG*.sup.(99)                                       CTTTGGGTGTTTTATGCTTG*.sup.(100                                       )22  TTTGTTGTATTTGTCCTGTTTA.sup.(101)                    ATTTTGTTAGTAAGGTCATTTTT*.sup.(102)                                       GTTCTGATTGCTTTTTATTCC*.sup.(10                                       3)23  

ATCACTTCTTCCATTGCATC*.sup.(104)                    CCGTGGCTGGTAAATCTG*.sup.(105)24  CTGGTAGCTCCAACTAATC*.sup.(106)                    ACCGGTACAAACCTTTCATTG*.sup.(107)25  CTATTTTGATTTGCTTTTATTATT*.sup.(108)                    GCTATTTCCTTGATACTGGAC*.sup.(109)26  TTGGAAACATAAATATGTGGG*.sup.(110)                    

ACTTACAGGAGCCACATAAC*.sup.(111)27  CTACATTAATTATGATAGGCTNCG**.sup.(112)                    GTACTAATGTGTGGTTTGAAA**.sup.(113)                    TCAATGCAAGTTCTTCGTCAGC*.sup.(114)__________________________________________________________________________ Primers with an "*" were used for sequencing. Primers 

without an "*" were replaced by the internal nested primer for both the second round of PCR and sequencing. For large exons requiring internal sequencing primers, primers with an "**" were used to amplify the exon Number in parathenisis referes to the SEQ ID NO: for each primer. 

EXAMPLE 4 Identification of BRCA2  

Assembly of the full-length BRCA2sequence. The full-length sequence of BRCA2 was assembled by combination of several smaller sequences obtained from hybrid selection, exon trapping, cDNA library screening, genomic sequencing, and PCR experiments using cDNA as template for amplification (i.e., "island hopping") (FIG. 2). The extreme 5' end of the 

mRNA including the predicted translational start site was identified by a modified 5' RACE protocol (Stone et al., 1995). The first nucleotide in the sequence (nucleotide 1) is a non-template G, an indication that the mRNA cap is contained in the sequence. One of the exons (exon 11) located on the interior of the BRCA2 cDNA is nearly 5 kb. A portion of exon 

11 was identified by analysis of roughly 900 kb of genomic sequence in the public domain (ftp://genome.wust1.edu/ pub/gscl/brca). This genomic sequence was condensed with genomic sequence determined by us into a set of 160sequence contigs. When the condensed genomic sequence was scanned for open reading frames (ORFs), a contiguous stretch 

of nearly 5 kb was identified that was spanned by long ORFs. This sequence was linked together by island hopping experiments with two previously identified candidate gene fragments. The current composite BRCA2 cDNA sequence consists of 11,385 bp, but does not include the polyadenylation signal or poly(A) tail. This cDNA sequence is set forth in 

SEQ ID NO:1 and FIG. 3. 

Structure of the BRCA2 gene and BRCA2 polypeptide. Conceptual translation of the cDNA revealed an ORE that began at nucleotide 229 and encoded a predicted protein of 3418 amino acids. The peptide bears no discernible similarity to other proteins apart from sequence composition. There is no signal sequence at the amino terminus, and no obvious 

membrane- spanning regions. Like BRCA1, the BRCA2 protein is highly charged. Roughly one quarter of the residues are acidic or basic. 



The BRCA2 gene structure was determined by comparison of cDNA and genomic sequences. BRCA2 is composed of 27 exons distributed over roughly 70 kb of genomic DNA. A CpG-rich region at the 5' end of BRCA2 extending upstream suggests the presence of regulatory signals often associated with CpG "islands." Based on Southern blot experiments, 

BRCA2 appears to be unique, with no close homologs in the human genome. 

Expression studies of BRCA2. Hybridization of labeled cDNA to human multiple tissue Northern filters revealed an 11-12 kb transcript that was detectable in testis only. The size of the this transcript suggests that little of the BRCA2 mRNA sequence is missing from our composite cDNA. Because the Northern filters did not include mammary gland RNA, RT-

PCR experiments using a BRCA2 cDNA amplicon were performed on five breast and three prostate cancer cell line RNAs. All of the lines produced positive signals. In addition, PCR of a BRCA2 amplicon (1-BrCG026→5kb) and 5' RACE were used to compare mammary gland and thymus cDNA as templates for amplification. In both cases, the product 

amplified more efficiently from breast than from thymus. 

Germline mutations in BRCA2. Individuals from eighteen putative BRCA2 kindreds were screened for BRCA2 germline mutations by DNA sequence analysis (Wooster et al., 1994). Twelve kindreds have at least one case of male breast cancer, four have two or more cases; and, four include at least one individual affected with ovarian cancer who shares the 

linked BRCA2 haplotype. Each of the 18 kindreds has a posterior probability of harboring a BRCA2 mutation of at least 69%, and nine kindreds have posterior probabilities greater than 90%. Based on these combined probabilities, 16 of 18 kindreds are expected to segregate BRCA2 mutations. The entire coding sequence and associated splice junctions 

were screened for mutations in multiple individuals from nine kindreds using either cDNA or genomic DNA (Table 3). Individuals from the remaining nine kindreds were screened for mutations using only genomic DNA. These latter screening experiments encompassed 99% of the coding sequence (all exons excluding exon 15) and all but two of the splice 

junctions. 

                                  TABLE 3__________________________________________________________________________Set of Families Screened for BRCA2 Mutations   FBC         Pridr BRCA2FamilyFBC   <50 yrs       Ov         MBC            LOD               Probability                     Mutation                           Exon                              Codon                                  

Effect__________________________________________________________________________UT-107
1
20 18  2 3  5.06               1.00  277 delAC                            2  17 termination codon at 29UT-1018

1
11 9   0 1  2.47               1.00  982 de14                            9  252                                  termination codon at 275UT-2044

1
8  6   4 1  2.13               1.00  

4706 del4                           11 1493                                  termination codon at 1502UT-2367
1
6  5   1 0  2.09               0.99  IRUT-2327

1
13 6   0 0  1.92               0.99  NDUT-2388

1
3  3   1 0  0.92               0.92  NDUT-2328

1
10 4   0 1  0.21               0.87  NDUT-4328

1
4  3   0 o  0.18               0.69  NDMI-1016

1
4  2   0 1  0.04               0.81  NDCU-20

2
4  3   2 2  

1.09               1.00  8525 delC                           18 2766                                  termination codon at 2776CU-1592
2
8  4   0 0  0.99               0.94  9254 del 5                           23 3009                                  termination codon at 3015UT-2043

2
2  2   1 1  0.86               0.97  4075 delGT                           11 1283                                  termination codon at 1285IC-

2204
2
3  1   0 4  0.51               0.98  999 del5                            9  257                                  termination codon at 273MS-075

2
4  1   0 1  0.50               0.93  6174 delT                           11 1982                                  termination codon at 2003UT-1019

2
5  1   0 2  nd 0.95  4132 del3                           11 1302                                  deletion of thr1302UT-2027

2
4  4   0 1  

0.39               0.79  NDUT-2263
2
3  2   0 1  nd 0.9   NDUT-2171

2
5  4   2 0  nd nd    ND__________________________________________________________________________ 

1
 Families screened for complete coding sequence and with informativ cDNA sample. 

2
 Families screened for all BRCA2 exons except 15 and for which ther was no informative 

cDNA sample available. IR  inferred regulatory mutation nd  not determined Ov  Ovarian Cancer ND  none detected FBC  Female Breast Cancer MBC  MaIe Breast Cancer 

Sequence alterations were identified in 9 of 18 kindreds. All except one involved nucleotide deletions that altered the reading frame, leading to truncation of the predicted BRCA2 protein. The single exception contained a deletion of three nucleotides (kindred 1019). All nine mutations differed from one another. 

A subset of kindreds was tested for transcript loss. cDNA samples were available for a group of nine kindreds, but three of the nine kindreds in the group contained frameshift mutations. Specific polymorphic sites know to be heterozygous in genomic DNA were examined in cDNA from kindred individuals. The appearance of hemizygosity at these 

polymorphic sites was interpreted as evidence for a mutation leading to reduction in mRNA levels. In only one of the six cases with no detectable sequence alteration (kindred 2367) could such a regulatory mutation be inferred. In addition, one of the three kindreds with a frameshift mutation (kindred 2044) displayed signs of transcript loss. This implies that 

some mutations in the BRCA2 coding sequence may destabilize the transcript in addition to disrupting the protein sequence. Such mutations have been observed in BRCA1 (Friedman et al., 1995). Thus, 56% of the kindreds (10 of 18) contained an altered BRCA2 gene. 

Role of BRCA2 in Cancer. Most tumor suppressor genes identified to date give rise to protein products that are absent, nonfunctional, or reduced in function. The majority of TP53 mutations are missense; some of these have been shown to produce abnormal p53 molecules that interfere with the function of the wildtype product (Shaulian et al., 1992; 

Srivastava et al., 1993). A similar dominant negative mechanism of action has been proposed for some adenomatous polyposis coli (APC) alleles that produce truncated molecules (Su et al., 1993), and for point mutations in the Wilms' tumor gene (WT1) that alter DNA binding of the protein (Little et al., 1993). The nature of the mutations observed in the 

BRCA2 coding sequence is consistent with production of either dominant negative proteins or nonfunctional proteins. 

EXAMPLE 5 Analysis of the BRCA2 Gene  

The structure and function of BRCA2 gene are determined according to the following methods. 

Biological Studies. Mammalian expression vectors containing BRCA2 cDNA are constructed and transfected into appropriate breast carcinoma cells with lesions in the gene. Wild-type BRCA2 cDNA as well as altered BRCA2 cDNA are utilized. The altered BRCA2 cDNA can be obtained from altered BRCA2 alleles or produced as described below. 

Phenotypic reversion in cultures (e.g., cell morphology, doubling time, anchorage-independent growth) and in animals (e.g., tumorigenicity) is examined. The studies will employ both wild-type and mutant forms (Section B) of the gene. 

Molecular Genetics Studies. In vitro mutagenesis is performed to construct deletion mutants and missense mutants (by single base-pair substitutions in individual codons and cluster charged → alanine scanning mutagenesis). The mutants are used in biological, biochemical and biophysical studies. 

Mechanism Studies. The ability of BRCA2 protein to bind to known and unknown DNA sequences is examined. Its ability to transactivate promoters is analyzed by transient reporter expression systems in mammalian cells. Conventional procedures such as particle-capture and yeast two-hybrid system are used to discover and identify any functional partners. 



The nature and functions of the partners are characterized. These partners in turn are targets for drug discovery. 

Structural Studies. Recombinant proteins are produced in E. coli, yeast, insect and/or mammalian cells and are used in crystallographical and NMR studies. Molecular modeling of the proteins is also employed. These studies facilitate structure-driven drug design. 

EXAMPLE 6 Two Step Assay to Detect the Presence of BRCA2 in a Sample  

Patient sample is processed according to the method disclosed by Antonarakis et al. (1985), separated through a 1% agarose gel and transferred to nylon membrane for Southern blot analysis. Membranes are UV cross linked at 150 mJ using a GS Gene Linker (Bio-Rad). A BRCA2 probe selected from the sequence shown in FIG. 3 is subcloned into 

pTZ18U. The phagemids are transformed into E. coli MV1190 infected with M13KO7 helper phage (Bio-Rad, Richmond, Calif.). Single stranded DNA is isolated according to standard procedures (see Sambrook et al., 1989). 

Blots are prehybridized for 15-30 min at 65° C. in 7% sodium dodecyl sulfate (SDS) in 0.5M NaPO4. The methods follow those described by Nguyen et al., 1992. The blots are hybridized overnight at 65° C. in 7% SDS, 0.5M NaPO4 with 25-50 ng/ml single stranded probe DNA. Post-hybridization washes consist of two 30 min washes in 5% SDS, 40 mM 

NaPO4 at 65° C., followed by two 30 min washes in 1% SDS, 40 mM NaPO4 at 65° C. 

Next the blots are rinsed with phosphate buffered saline (pH 6.8) for 5 min at room temperature and incubated with 0.2% casein in PBS for 30-60 min at room temperature and rinsed in PBS for 5 min. The blots are then preincubated for 5-10 minutes in a shaking water bath at 45° C. with hybridization buffer consisting of 6M urea, 0.3M NaCl, and 5× 

Denhardt's solution (see Sambrook, et al., 1989). The buffer is removed and replaced with 50-75 μl/cm
2
 fresh hybridization buffer plus 2.5 nM of the covalently cross-linked oligonucleotide-alkaline phosphatase conjugate with the nucleotide sequence complementary to the universal primer site (UP-AP, Bio-Rad). The blots are hybridized for 20-30 min at 45° 

C. and post hybridization washes are incubated at 45° C. as two 10 min washes in 6M urea, 1× standard saline citrate (SSC), 0.1% SDS and one 10 min wash in 1× SSC, 0.1% Triton®X-100. The blots are rinsed for 10 min at room temperature with 1× SSC. 

Blots are incubated for 10 min at room temperature with shaking in the substrate buffer consisting of 0.1M diethanolamine, 1 mM MgCl2, 0.02% sodium azide, pH 10.0. Individual blots are placed in heat sealable bags with substrate buffer and 0.2 mM AMPPD (3-(2'-spiroadamantane)-4-methoxy-4-(3'-phosphoryloxy)phenyl- 1,2-dioxetane, disodium salt, Bio-

Rad). After a 20 min incubation at room temperature with shaking, the excess AMPPD solution is removed. The blot is exposed to X-ray film overnight. Positive bands indicate the presence of BRCA2. 

EXAMPLE 7 Generation of Polyclonal Antibody against BRCA2  

Segments of BRCA2 coding sequence are expressed as fusion protein in E. coli. The overexpressed protein is purified by gel elution and used to immunize rabbits and mice using a procedure similar to the one described by Harlow and Lane, 1988. This procedure has been shown to generate Abs against various other proteins (for example, see Kraemer et 

al., 1993). 

Briefly, a stretch of BRCA2 coding sequence selected from the sequence shown in FIG. 3 is cloned as a fusion protein in plasmid PET5A (Novagen, Inc., Madison, Wis.). After induction with IPTG, the overexpression of a fusion protein with the expected molecular weight is verified by SDS/PAGE. Fusion protein is purified from the gel by electroelution. The 

identification of the protein as the BRCA2 fusion product is verified by protein sequencing at the N-terminus. Next, the purified protein is used as immunogen in rabbits. Rabbits are immunized with 100 μg of the protein in complete Freund's adjuvant and boosted twice in 3 week intervals, first with 100 μg of immunogen in incomplete Freund's adjuvant 

followed by 100 μg of immunogen in PBS. Antibody containing serum is collected two weeks thereafter. 

This procedure is repeated to generate antibodies against the mutant forms of the BRCA2 gene. These antibodies, in conjunction with antibodies to wild type BRCA2, are used to detect the presence and the relative level of the mutant forms in various tissues and biological fluids. 

EXAMPLE 8 Generation of Monoclonal Antibodies Specific for BRCA2  

Monoclonal antibodies are generated according to the following protocol. Mice are immunized with immunogen comprising intact BRCA2 or BRCA2 peptides (wild type or mutant) conjugated to keyhole limpet hemocyanin using glutaraldehyde or EDC as is well known. 

The immunogen is mixed with an adjuvant. Each mouse receives four injections of 10 to 100 μg of immunogen and after the fourth injection blood samples are taken from the mice to determine if the serum contains antibody to the immunogen. Serum titer is determined by ELISA or RIA. Mice with sera indicating the presence of antibody to the immunogen 

are selected for hybridoma production. 

Spleens are removed from immune mice and a single cell suspension is prepared (see Harlow and Lane, 1988). Cell fusions are performed essentially as described by Kohler and Milstein, 1975. Briefly, P3.65.3 myeloma cells (American Type Culture Collection, Rockville, MD) are fused with immune spleen cells using polyethylene glycol as described by 

Harlow and Lane, 1988. Cells are plated at a density of 2×10
5
 cells/well in 96 well tissue culture plates. Individual wells are examined for growth and the supernatants of wells with growth are tested for the presence of BRCA2specific antibodies by ELISA or RIA using wild type or mutant BRCA2 target protein. Cells in positive wells are expanded and 

subcloned to establish and confirm monoclonality. 



Clones with the desired specificities are expanded and grown as ascites in mice or in a hollow fiber system to produce sufficient quantities of antibody for characterization and assay development. 

EXAMPLE 9 Sandwich Assay for BRCA2  

Monoclonal antibody is attached to a solid surface such as a plate, tube, bead, or particle. Preferably, the antibody is attached to the well surface of a 96-well ELISA plate. 100 μl sample (e.g., serum, urine, tissue cytosol) containing the BRCA2 peptide/protein (wild-type or mutant) is added to the solid phase antibody. The sample is incubated for 2 hrs at 

room temperature. Next the sample fluid is decanted, and the solid phase is washed with buffer to remove unbound material. 100 μl of a second monoclonal antibody (to a different determinant on the BRCA2 peptide/protein) is added to the solid phase. This antibody is labeled with a detector molecule (e.g., 
125

 I, enzyme, fluorophore, or a chromophore) and 

the solid phase with the second antibody is incubated for two hrs at room temperature. The second antibody is decanted and the solid phase is washed with buffer to remove unbound material. 

The amount of bound label, which is proportional to the amount of BRCA2 peptide/protein present in the sample, is quantitated. Separate assays are performed using monoclonal antibodies which are specific for the wild-type BRCA2 as well as monoclonal antibodies specific for each of the mutations identified in BRCA2. 

EXAMPLE 10 The 6174delT Mutation is Common in Ashkenazi Jewish Women Affected by Breast Cancer  

The 6174delT mutation (see Table 3) has been found to be present in many cases of Ashkenazi Jewish women who have had breast cancer (Neuhausen et al., 1996). Two groups of probands comprised the ascertainment for this study. The first group was ascertained based on both age-of-onset and a positive family history. The first group consisted of 

probands affected with breast cancer on or before 41 years of age with or without a family history of breast cancer. Inclusion criteria for the second group were that the proband was affected with breast cancer between the ages of 41 and 51 with one or more first degree relatives affected with breast or ovarian cancer on or before the age of 50; or the 

proband was affected with breast cancer between the ages of 41 and 51 with two or more second degree relatives affected with breast or ovarian cancer, 1 on or before age 50; or the proband was affected between the ages of 41 and 51 with both primary breast and primary ovarian cancer. Probands were ascertained through medical oncology and genetic 

counseling clinics, with an effort to offer study participation to all eligible patients. Family history was obtained by a self-report questionnaire. Histologic confirmation of diagnosis was obtained for probands in all cases. Religious background was confirmed on all probands by self report or interview. 

Mutation Detection 

The BRCA2 6174delT mutation was detected by amplifying genomic DNA from each patient according to standard polymerase chain reaction (PCR) procedures (Saiki et al., 1985; Mullis et al., 1986; Weber and May, 1989). The primers used for the PCR are: 

BC11-RP: GGGAAGCTTCATAAGTCAGTC (SEQ ID NO: 115) (forward primer) and 

BC11-LP: TTTGTAATGAAGCATCTGATACC (SEQ ID NO: 116) (reverse primer). 

The reactions were performed in a total volume of 10.0 μl containing 20 ng DNA with annealing at 55° C. This produces a PCR product 97 bp long in wild-type samples and 96 bp long when the 6174delT mutation is present. The radiolabeled PCR products were electrophoresed on standard 6% polyacrylamide denaturing sequencing gels at 65W for 2 hours. 

The gels were then dried and autoradiographed. All the cases exhibiting the 1 bp deletion were sequenced to confirm the 6174delT mutation. For sequencing, half of the samples were amplified with one set of PCR primers and the coding strand was sequenced and the other half of the samples were amplified with a second set of PCR primers and the 

noncoding strand was sequenced. For one set the PCR primers were: 

TD-SFB: AATGATGAATGTAGCACGC (SEQ ID NO: 117) (forward primer) and 

CGORF-RH: GTCTGAATGTTCGTTACT (SEQ ID NO: 118) (reverse primer). 

This results in an amplified product of 342 bp in wild-type and 341 bp for samples containing the 6174delT mutation. For this set of samples the amplified DNA was sequenced using the CGORF-RH primer for the sequencing primer. The other half of the samples were amplified using the BC11-RP forward primer and the CGORF-RH reverse primer resulting 

in a fragment of 183 bp in wild-type samples and 182 bp in samples containing the 6174delT mutation. This was sequenced using BC11-RP as the sequencing primer. 

Results 

Six out of eighty women of Ashkenazi Jewish ancestry with breast cancer before the age of 42 had the 6174delT mutation. This compares to zero cases of the mutation being present in a control group of non-Jewish women who had breast cancer before the age of 42. These cases were ascertained without regard to family history. Table 4shows the results 

of the study. Four of the six cases with the 6174delT mutation had a family history of breast or ovarian cancer in a first or second degree relative. In each of two kindreds where multiple samples were available for analysis, the 6174delT mutation co-segregated with two or more cases of breast or ovarian cancer. A second cohort of 27 Ashkenazim with breast 



cancer at age 42-50 and a history of at least one additional relative affected with breast or ovarian cancer provided an additional estimate of the frequency of the 6174delT mutation. In this group of 27 women, two were heterozygous for the BRCA2 6174delT mutation. One of these individuals had first degree relatives with both ovarian and breast cancer. 

From the data presented, and assuming a penetrance similar to BRCA1 mutations (Offit et al., 1996; Langston et al., 1996), the frequency of the 6174delT mutation in Ashkenazim can be estimated to be approximately 3 per thousand. However, if the penetrance of this mutation is lower than BRCA1, then the frequency of this mutation will be higher. A more 

precise estimate of the carrier frequency of the 6174delT mutation in individuals of Ashkenazi Jewish ancestry will emerge from large-scale population studies. 

              TABLE 4______________________________________         Number of subjects                      Number withGroup         tested, n=   6174delT, n=                                 %______________________________________Group 1aDiagnosis before age         93           0          (0)42, Non-Jewish
a
Group 1bDiagnosis before age         80           6          (8)42, 

Jewish
a
Before age 37 40           4          (10)age 37-41     40           2          (5)Group 2Diagnosis ages 42-50         27           2          (27)and family history positive

b
______________________________________ Key: 

a
 Ascertained regardless of family history 

b
 Family history for this group was defined as one first degree or two second degree relatives 

diagnosed with breast or ovarian cancer, one before age 50. 

EXAMPLE 11 BRCA2 Shows a Low Somatic Mutation Rate in Breast Carcinoma and Other Cancers Including Ovarian and Pancreatic Cancers  

BRCA2 is a tumor suppressor gene. A homozygous deletion of this gene may lead to breast cancer as well as other cancers. A homozygous deletion in a pancreatic xenograft was instrumental in the effort to isolate BRCA2 by positional cloning. Cancer may also result if there is a loss of one BRCA2 allele and a mutation in the remaining allele (loss of 

heterozygosity or LOH). Mutations in both alleles may also lead to development of cancer. For studies here, an analysis of 150 cell lines derived from different cancers revealed no cases in which there was a homozygous loss of the BRCA2 gene. Because homozygous loss is apparently rare, investigations were made to study smaller lesions such as point 

mutations in BRCA2. Since compound mutant heterozygotes and mutant homozygotes are rare, tumor suppressor gene inactivation nearly always involves LOH. The remaining allele, if inactive, typically contains disruptive mutations. To identify these it is useful to preselect tumors or cell lines that exhibit LOH at the locus of interest. 

Identification of tumors and cell lines that exhibit LOH 

A group of 104 primary breast tumor samples and a set of 269 cell lines was tested for LOH in the BRCA2 region. For primary tumors, amplifications of three short tandem repeat markers (STRs) were compared quantitatively using fluorescence. Approximately 10 ng of genomic DNA was amplified by PCR with the following three sets of fluorescently tagged 

STRs: 

(1) mM4247.4A.2F1 ACCATCAAACACATCATCC (SEQ ID NO: 119) 

mM4247.4A.2R2 AGAAAGTAACTTGGAGGGAG (SEQ ID NO: 120) 

(2) STR257-FC CTCCTGAAACTGTTCCCTTGG (SEQ ID NO: 121) 

STR257-RD TAATGGTGCTGGGATATTTGG (SEQ ID NO: 122) 

(3) mMB561A-3.1FA2 GAATGTCGAAGAGCTTGTC (SEQ ID NO: 123) 

mMB561A-3.1RB AAACATACGCTTAGCCAGAC (SEQ ID NO: 124) 

The PCR products were resolved using an ABI 377sequencer and quantified with Genescan software (ABI). For tumors, clear peak height differences between alleles amplified from normal and tumor samples were scored as having LOH. For cell lines, if one STR was heterozygous, the sample was scored as non-LOH. In only one case was a cell line or 

tumor miscalled based on later analysis of single base polymorphisms. The heterozygosity indices for the markers are: STR4247=0.89; STR257=0.72; STR561A=0.88 (S. Neuhausen, personal communication; B. Swedlund, unpublished data). Based on their combined heterozygosity indices, the chance that the markers are all homozygous in a particular 

individual (assuming linkage equilibrium) is only one in 250. Due to the presence of normal cells in the primary tumor sample, LOH seldom eliminates the signal entirely from the allele lost in the tumor. Rather, the relative intensities of the two alleles are altered. This can be seen clearly by comparing the allelic peak heights from normal tissue with peak 

heights from the tumor (FIGS. 5A-5D). Based on this analysis, 30 tumors (29%) were classified as having LOH at the BRCA2 locus (Table 5), a figure that is similar to previous estimates (Collins et al., 1995; Cleton-Jansen et al., 1995). 

LOH was assessed in the set of cell lines in a different fashion. Since homozygosity of all three STRs was improbable, and since normal cells were not present, apparent homozygosity at all STRs was interpreted as LOH in the BRCA2 region. Using this criterion, 85/269 of the cell lines exhibited LOH (see Table 5). The frequencies varied according to the 

particular tumor cell type under consideration. For example, 4/6 ovarian cell lines and 31/62 lung cancer lines displayed LOH compared with 17/81 melanoma lines and 2/11 breast cancer lines. 

Sequence Analysis of LOH Primary Breast Tumors and Cell Lines 



The 30 primary breast cancers identified above which showed LOH in the BRCA2 region were screened by DNA sequence analysis for sequence variants. Greater than 95% of the coding sequence and splice junctions was examined. DNA sequencing was carried out either on the ABI 377 (Applied Biosystems Division, Perkin-Elmer) or manually. For the 

radioactive mutation screen, the amplified products were purified by Qiagen beads (Qiagen, Inc.). DNA sequence was generated using the Cyclist sequencing kit (Stratagene) and resolved on 6% polyacrylamide gels. In parallel, non-radioactive sequencing using fluorescent labeling dyes was performed using the TaqFS sequencing kit followed by 

electrophoresis on ABI 377sequencers. Samples were gridded into 96-well trays to facilitate PCR and sequencing. Dropouts of particular PCR and sequencing reactions were repeated until >95% coverage was obtained for every sample. Sequence information was analyzed with the Sequencher software (Gene Codes Corporation). All detected mutations 

were confirmed by sequencing a newly amplified PCR product to exclude the possibility that the sequence alteration was due to a PCR artifact. 

              TABLE 5______________________________________Type      # LOH/# Screened                  Percentage LOH                              # Sequenced______________________________________Astrocytoma      6/19                 32%  6Bladder    6/17                 35%  4Breast     2/11                 18%  2Colon     2/8                   25%  2Glioma    11/36                 

31%  5Lung      31/62                 50%  20Lymphoma  0/4                    0%  0Melanoma  17/81                 21%  9Neuroblastoma      1/10                 10%  1Ovarian   4/6                   67%  4Pancreatic     1/3                   33%  1Prostate  0/2                    0%  0Renal      4/10                 40%  4Total      85/269               33%  58                  (avg. =  28%)Primary Breast      

30/104               29%  42______________________________________ 

LOH analysis of cell lines and primary breast tumors. Percentage LOH was calculated two ways: as total and as a mean of percentages (avg.). 

Of the 30samples, two specimens contained frameshift mutations, one a nonsense mutation, and two contained missense changes (although one of these tumors also contained a frameshift). The nonsense mutation would delete 156 codons at the C-terminus suggesting that the C-terminal end of BRCA2 is important for tumor suppressor activity. All 

sequence variants were also present in the corresponding normal DNA from these cancer patients. To exclude the unlikely possibility that preselection for LOH introduced a systematic bias against detecting mutations (e.g., dominant behavior of mutations, compound heterozygotes), 12samples shown to be heterozygous at BRCA2 were also screened. 

Three of these revealed missense changes that were also found in the normal samples. Thus, in a set of 42 breast carcinoma samples, 30 of which displayed LOH at the BRCA2 locus, no somatic mutations were identified. The frameshift and nonsense changes are likely to be predisposing mutations that influenced development of breast cancer in these 

patients. The missense variants are rare; they were each observed only once during analysis of 115 chromosomes. From these data it is not possible to distinguish between rare neutral polymorphisms and predisposing mutations. 

Of the 85 cell lines which displayed LOH (see Table 5), 58 were also screened for sequence changes. Greater than 95% of the coding sequence of each sample was screened. Only a single frameshift mutation was identified by this DNA sequence analysis. This mutation (6174delT) was present in a pancreatic cancer line and it is identical to one found in the 

BT111 primary tumor sample and to a previously detected germline frameshift (Tavtigian et al., 1996). This suggests that this particular frameshift may be a relatively common germline BRCA2 mutation. In addition, a number of missense sequence variants were detected (Tables 6A and 6B). 

Detection of a probable germline BRCA2 mutation in a pancreatic tumor cell line suggests that BRCA2 mutations may predispose to pancreatic cancer, a possibility that has not been explored thoroughly. This mutation also adds weight to the involvement of BRCA2 in sporadic pancreatic cancer, implied previously by the homozygous deletion observed in a 

pancreatic xenograft (Schutte et al., 1995). Because only three pancreatic cell lines were examined in our study, further investigation of BRCA2 mutations in pancreatic cancers is warranted. 

              TABLE 6A______________________________________Sample Type       LOH     Change Effect Germline______________________________________4H5    Renal      yes     G451C  Ala→Pro4G1    Ovarian    yes     A1093C Asn→His2F8    Lung       yes     G1291C Val→LeuBT110  Primary breast             yes     1493delA                            

Frameshift                                   yes4F8    Ovarian    yes     C2117T Thr→IleBT163  Primary breast             no      A2411C Asp→Ala                                   yes1D6    Bladder    no      G4813A Gly→ArgBT333  Primary breast             no      T5868G Asn→Lys                                   yes2A2    Glioma     yes     C5972T Thr→Met2I4    Lung       yes     C5972T 

Thr→MetBT111  Primary breast             yes     6174delT                            Frameshift                                   yes4G3    Pancreatic yes     6174delT                            Frameshift1B7    Astrocytoma             yes     C6328T Arg→CysBT118  Primary breast             no      G7049T Gly→Val                                   yesBT115  Primary breast             yes     G7491C 

Gln→His                                   yes3D5    Melanoma   yes     A9537G Ile→MetBT85   Primary breast             yes     A10204T                            Lys→Stop                                   yes1E4    Breast     yes     C10298G                            Thr→ArgBT110  Primary breast             yes     A10462G                            Ile→Val                                   

yes______________________________________ 

Germline mutations identified in BRCA2. Listed are the mutation positions based on the Genbank entry of BRCA2 (Sehutte et al., 1995). 

              TABLE 6B______________________________________Position Change    Effect     Frequency______________________________________5'UTR(203)    G/A       --           0.32 (0.26)PM(1342) C/A       His→Asn                           0.32 (0.37)PM(2457) T/C       silent       0.04 (0.05)PM(3199) A/G       Asn→Asp                           0.04 (0.08)PM(3624) 

A/G       silent       0.35PM(3668) A/G       Asn→Ser                             0 (0.15)PM(4035) T/C       silent       0.24 (0.10)PM(7470) A/G       silent       0.26 (0.15)1593     A→G              silent     <0.014296     G→A              silent     <0.015691     A→G              silent     <0.016051     A→G              silent     <0.016828     T→C              silent     <0.016921     T→C              

silent     <0.01______________________________________ 

Common polymorphisms and silent substitutions detected in BRCA2 by DNA sequencing. Since some rare silent variants may affect gene function (e.g., splicing (Richard and Beckmann, 1995)), these are not preceded by "PM". The frequencies of polymorphisms shown involve the second of the nucleotide pair. Frequencies reported in a previous study are 

shown in parentheses (Tavtigian et al., 1996). Numbering is as in Table 6A. 

Industrial Utility 

As previously described above, the present invention provides materials and methods for use in testing BRCA2 alleles of an individual and an interpretation of the normal or predisposing nature of the alleles. Individuals at higher than normal risk might modify their lifestyles appropriately. In the case of BRCA2, the most significant non-genetic risk factor is the 



protective effect of an early, full term pregnancy. Therefore, women at risk could consider early childbearing or a therapy designed to simulate the hormonal effects of an early full-term pregnancy. Women at high risk would also strive for early detection and would be more highly motivated to learn and practice breast self examination. Such women would also 

be highly motivated to have regular mammograms, perhaps starting at an earlier age than the general population. Ovarian screening could also be undertaken at greater frequency. Diagnostic methods based on sequence analysis of the BRCA2 locus could also be applied to tumor detection and classification. Sequence analysis could be used to diagnose 

precursor lesions. With the evolution of the method and the accumulation of information about BRCA2 and other causative loci, it could become possible to separate cancers into benign and malignant. 

Women with breast cancers may follow different surgical procedures if they are predisposed, and therefore likely to have additional cancers, than if they are not predisposed. Other therapies may be developed, using either peptides or small molecules (rational drug design). Peptides could be the missing gene product itself or a portion of the missing gene 

product. Alternatively, the therapeutic agent could be another molecule that mimics the deleterious gene's function, either a peptide or a nonpeptidic molecule that seeks to counteract the deleterious effect of the inherited locus. The therapy could also be gene based, through introduction of a normal BRCA2 allele into individuals to make a protein which will 

counteract the effect of the deleterious allele. These gene therapies may take many forms and may be directed either toward preventing the tumor from forming, curing a cancer once it has occurred, or stopping a cancer from metastasizing. 

It will be appreciated that the methods and compositions of the instant invention can be incorporated in the form of a variety of embodiments, only a few of which are disclosed herein. It will be apparent to the artisan that other embodiments exist and do not depart from the spirit of the invention. Thus, the described embodiments are illustrative and should not 

be construed as restrictive. 
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__________________________________________________________________________SEQUENCE LISTING(1) GENERAL INFORMATION:(iii) NUMBER OF SEQUENCES: 124(2) INFORMATION FOR SEQ ID NO:1:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 11385 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) 

TOPOLOGY: linear(ii) MOLECULE TYPE: cDNA(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: CDS(B) LOCATION: 229..10482(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:1:GGTGGCGCGAGCTTCTGAAACTAGGCGGCAGAGGCGGAGCCGCTGTGGCACTGCTGCGCC60TCTGCTGCGCCTCGGGTGTCTTTTGCGGCGGTGGGTCGCCGCCGGGAGAAGCGTGAGGGG120ACAGATTTGTGACCGGCGCGGTTTTTGTCAGCTTACTCCGGCCAAAAAAGAACTGCACCT180CTGGAGCGGACTTATTTACCAAGCATTGGAGGA

ATATCGTAGGTAAAAATGCCTATT237MetProIleGGATCCAAAGAGAGGCCAACATTTTTTGAAATTTTTAAGACACGCTGC285GlySerLysGluArgProThrPhePheGluIlePheLysThrArgCys51015AACAAAGCAGATTTAGGACCAATAAGTCTTAATTGGTTTGAAGAACTT333AsnLysAlaAspLeuGlyProIleSerLeuAsnTrpPheGluGluLeu20253035TCTTCAGAAGCTCC

ACCCTATAATTCTGAACCTGCAGAAGAATCTGAA381SerSerGluAlaProProTyrAsnSerGluProAlaGluGluSerGlu404550CATAAAAACAACAATTACGAACCAAACCTATTTAAAACTCCACAAAGG429HisLysAsnAsnAsnTyrGluProAsnLeuPheLysThrProGlnArg556065AAACCATCTTATAATCAGCTGGCTTCAACTCCAATAATATTCAAAGAG477LysProSerTyrAsn



GlnLeuAlaSerThrProIleIlePheLysGlu707580CAAGGGCTGACTCTGCCGCTGTACCAATCTCCTGTAAAAGAATTAGAT525GlnGlyLeuThrLeuProLeuTyrGlnSerProValLysGluLeuAsp859095AAATTCAAATTAGACTTAGGAAGGAATGTTCCCAATAGTAGACATAAA573LysPheLysLeuAspLeuGlyArgAsnValProAsnSerArgHisLys100105110115AGTCTTCGCACA

GTGAAAACTAAAATGGATCAAGCAGATGATGTTTCC621SerLeuArgThrValLysThrLysMetAspGlnAlaAspAspValSer120125130TGTCCACTTCTAAATTCTTGTCTTAGTGAAAGTCCTGTTGTTCTACAA669CysProLeuLeuAsnSerCysLeuSerGluSerProValValLeuGln135140145TGTACACATGTAACACCACAAAGAGATAAGTCAGTGGTATGTGGGAGT717CysT

hrHisValThrProGlnArgAspLysSerValValCysGlySer150155160TTGTTTCATACACCAAAGTTTGTGAAGGGTCGTCAGACACCAAAACAT765LeuPheHisThrProLysPheValLysGlyArgGlnThrProLysHis165170175ATTTCTGAAAGTCTAGGAGCTGAGGTGGATCCTGATATGTCTTGGTCA813IleSerGluSerLeuGlyAlaGluValAspProAspMetSerTrpSer180185190195

AGTTCTTTAGCTACACCACCCACCCTTAGTTCTACTGTGCTCATAGTC861SerSerLeuAlaThrProProThrLeuSerSerThrValLeuIleVal200205210AGAAATGAAGAAGCATCTGAAACTGTATTTCCTCATGATACTACTGCT909ArgAsnGluGluAlaSerGluThrValPheProHisAspThrThrAla215220225AATGTGAAAAGCTATTTTTCCAATCATGATGAAAGTCTGAAGAAA

AAT957AsnValLysSerTyrPheSerAsnHisAspGluSerLeuLysLysAsn230235240GATAGATTTATCGCTTCTGTGACAGACAGTGAAAACACAAATCAAAGA1005AspArgPheIleAlaSerValThrAspSerGluAsnThrAsnGlnArg245250255GAAGCTGCAAGTCATGGATTTGGAAAAACATCAGGGAATTCATTTAAA1053GluAlaAlaSerHisGlyPheGlyLysThrSerGlyAsnSerPheL

ys260265270275GTAAATAGCTGCAAAGACCACATTGGAAAGTCAATGCCAAATGTCCTA1101ValAsnSerCysLysAspHisIleGlyLysSerMetProAsnValLeu280285290GAAGATGAAGTATATGAAACAGTTGTAGATACCTCTGAAGAAGATAGT1149GluAspGluValTyrGluThrValValAspThrSerGluGluAspSer295300305TTTTCATTATGTTTTTCTAAATGTAGAACAA

AAAATCTACAAAAAGTA1197PheSerLeuCysPheSerLysCysArgThrLysAsnLeuGlnLysVal310315320AGAACTAGCAAGACTAGGAAAAAAATTTTCCATGAAGCAAACGCTGAT1245ArgThrSerLysThrArgLysLysIlePheHisGluAlaAsnAlaAsp325330335GAATGTGAAAAATCTAAAAACCAAGTGAAAGAAAAATACTCATTTGTA1293GluCysGluLysSerLysAsnGlnVal

LysGluLysTyrSerPheVal340345350355TCTGAAGTGGAACCAAATGATACTGATCCATTAGATTCAAATGTAGCA1341SerGluValGluProAsnAspThrAspProLeuAspSerAsnValAla360365370CATCAGAAGCCCTTTGAGAGTGGAAGTGACAAAATCTCCAAGGAAGTT1389HisGlnLysProPheGluSerGlySerAspLysIleSerLysGluVal375380385GTACCGTCTTTGGC

CTGTGAATGGTCTCAACTAACCCTTTCAGGTCTA1437ValProSerLeuAlaCysGluTrpSerGlnLeuThrLeuSerGlyLeu390395400AATGGAGCCCAGATGGAGAAAATACCCCTATTGCATATTTCTTCATGT1485AsnGlyAlaGlnMetGluLysIleProLeuLeuHisIleSerSerCys405410415GACCAAAATATTTCAGAAAAAGACCTATTAGACACAGAGAACAAAAGA1533AspGln

AsnIleSerGluLysAspLeuLeuAspThrGluAsnLysArg420425430435AAGAAAGATTTTCTTACTTCAGAGAATTCTTTGCCACGTATTTCTAGC1581LysLysAspPheLeuThrSerGluAsnSerLeuProArgIleSerSer440445450CTACCAAAATCAGAGAAGCCATTAAATGAGGAAACAGTGGTAAATAAG1629LeuProLysSerGluLysProLeuAsnGluGluThrValValAsnLys45546046

5AGAGATGAAGAGCAGCATCTTGAATCTCATACAGACTGCATTCTTGCA1677ArgAspGluGluGlnHisLeuGluSerHisThrAspCysIleLeuAla470475480GTAAAGCAGGCAATATCTGGAACTTCTCCAGTGGCTTCTTCATTTCAG1725ValLysGlnAlaIleSerGlyThrSerProValAlaSerSerPheGln485490495GGTATCAAAAAGTCTATATTCAGAATAAGAGAATCACCTAAA

GAGACT1773GlyIleLysLysSerIlePheArgIleArgGluSerProLysGluThr500505510515TTCAATGCAAGTTTTTCAGGTCATATGACTGATCCAAACTTTAAAAAA1821PheAsnAlaSerPheSerGlyHisMetThrAspProAsnPheLysLys520525530GAAACTGAAGCCTCTGAAAGTGGACTGGAAATACATACTGTTTGCTCA1869GluThrGluAlaSerGluSerGlyLeuGluIleHisThrVal

CysSer535540545CAGAAGGAGGACTCCTTATGTCCAAATTTAATTGATAATGGAAGCTGG1917GlnLysGluAspSerLeuCysProAsnLeuIleAspAsnGlySerTrp550555560CCAGCCACCACCACACAGAATTCTGTAGCTTTGAAGAATGCAGGTTTA1965ProAlaThrThrThrGlnAsnSerValAlaLeuLysAsnAlaGlyLeu565570575ATATCCACTTTGAAAAAGAAAACAAATA

AGTTTATTTATGCTATACAT2013IleSerThrLeuLysLysLysThrAsnLysPheIleTyrAlaIleHis580585590595GATGAAACATCTTATAAAGGAAAAAAAATACCGAAAGACCAAAAATCA2061AspGluThrSerTyrLysGlyLysLysIleProLysAspGlnLysSer600605610GAACTAATTAACTGTTCAGCCCAGTTTGAAGCAAATGCTTTTGAAGCA2109GluLeuIleAsnCysSerAlaGlnPh

eGluAlaAsnAlaPheGluAla615620625CCACTTACATTTGCAAATGCTGATTCAGGTTTATTGCATTCTTCTGTG2157ProLeuThrPheAlaAsnAlaAspSerGlyLeuLeuHisSerSerVal630635640AAAAGAAGCTGTTCACAGAATGATTCTGAAGAACCAACTTTGTCCTTA2205LysArgSerCysSerGlnAsnAspSerGluGluProThrLeuSerLeu645650655ACTAGCTCTTTTGGGA

CAATTCTGAGGAAATGTTCTAGAAATGAAACA2253ThrSerSerPheGlyThrIleLeuArgLysCysSerArgAsnGluThr660665670675TGTTCTAATAATACAGTAATCTCTCAGGATCTTGATTATAAAGAAGCA2301CysSerAsnAsnThrValIleSerGlnAspLeuAspTyrLysGluAla680685690AAATGTAATAAGGAAAAACTACAGTTATTTATTACCCCAGAAGCTGAT2349LysCys

AsnLysGluLysLeuGlnLeuPheIleThrProGluAlaAsp695700705TCTCTGTCATGCCTGCAGGAAGGACAGTGTGAAAATGATCCAAAAAGC2397SerLeuSerCysLeuGlnGluGlyGlnCysGluAsnAspProLysSer710715720AAAAAAGTTTCAGATATAAAAGAAGAGGTCTTGGCTGCAGCATGTCAC2445LysLysValSerAspIleLysGluGluValLeuAlaAlaAlaCysHis725730735C

CAGTACAACATTCAAAAGTGGAATACAGTGATACTGACTTTCAATCC2493ProValGlnHisSerLysValGluTyrSerAspThrAspPheGlnSer740745750755CAGAAAAGTCTTTTATATGATCATGAAAATGCCAGCACTCTTATTTTA2541GlnLysSerLeuLeuTyrAspHisGluAsnAlaSerThrLeuIleLeu760765770ACTCCTACTTCCAAGGATGTTCTGTCAAACCTAGTCATGAT

TTCTAGA2589ThrProThrSerLysAspValLeuSerAsnLeuValMetIleSerArg775780785GGCAAAGAATCATACAAAATGTCAGACAAGCTCAAAGGTAACAATTAT2637GlyLysGluSerTyrLysMetSerAspLysLeuLysGlyAsnAsnTyr790795800GAATCTGATGTTGAATTAACCAAAAATATTCCCATGGAAAAGAATCAA2685GluSerAspValGluLeuThrLysAsnIleProMetGluLys

AsnGln805810815GATGTATGTGCTTTAAATGAAAATTATAAAAACGTTGAGCTGTTGCCA2733AspValCysAlaLeuAsnGluAsnTyrLysAsnValGluLeuLeuPro820825830835CCTGAAAAATACATGAGAGTAGCATCACCTTCAAGAAAGGTACAATTC2781ProGluLysTyrMetArgValAlaSerProSerArgLysValGlnPhe840845850AACCAAAACACAAATCTAAGAGTAAT

CCAAAAAAATCAAGAAGAAACT2829AsnGlnAsnThrAsnLeuArgValIleGlnLysAsnGlnGluGluThr855860865ACTTCAATTTCAAAAATAACTGTCAATCCAGACTCTGAAGAACTTTTC2877ThrSerIleSerLysIleThrValAsnProAspSerGluGluLeuPhe870875880TCAGACAATGAGAATAATTTTGTCTTCCAAGTAGCTAATGAAAGGAAT2925SerAspAsnGluAsnAsnPheV

alPheGlnValAlaAsnGluArgAsn885890895AATCTTGCTTTAGGAAATACTAAGGAACTTCATGAAACAGACTTGACT2973AsnLeuAlaLeuGlyAsnThrLysGluLeuHisGluThrAspLeuThr900905910915TGTGTAAACGAACCCATTTTCAAGAACTCTACCATGGTTTTATATGGA3021CysValAsnGluProIlePheLysAsnSerThrMetValLeuTyrGly920925930GACACAGGTGA

TAAACAAGCAACCCAAGTGTCAATTAAAAAAGATTTG3069AspThrGlyAspLysGlnAlaThrGlnValSerIleLysLysAspLeu935940945GTTTATGTTCTTGCAGAGGAGAACAAAAATAGTGTAAAGCAGCATATA3117ValTyrValLeuAlaGluGluAsnLysAsnSerValLysGlnHisIle950955960AAAATGACTCTAGGTCAAGATTTAAAATCGGACATCTCCTTGAATATA3165LysM

etThrLeuGlyGlnAspLeuLysSerAspIleSerLeuAsnIle965970975GATAAAATACCAGAAAAAAATAATGATTACATGAACAAATGGGCAGGA3213AspLysIleProGluLysAsnAsnAspTyrMetAsnLysTrpAlaGly980985990995CTCTTAGGTCCAATTTCAAATCACAGTTTTGGAGGTAGCTTCAGAACA3261LeuLeuGlyProIleSerAsnHisSerPheGlyGlySerPheArgThr10001005

1010GCTTCAAATAAGGAAATCAAGCTCTCTGAACATAACATTAAGAAGAGC3309AlaSerAsnLysGluIleLysLeuSerGluHisAsnIleLysLysSer101510201025AAAATGTTCTTCAAAGATATTGAAGAACAATATCCTACTAGTTTAGCT3357LysMetPhePheLysAspIleGluGluGlnTyrProThrSerLeuAla103010351040TGTGTTGAAATTGTAAATACCTTGGCATTAGATAAT

CAAAAGAAACTG3405CysValGluIleValAsnThrLeuAlaLeuAspAsnGlnLysLysLeu104510501055AGCAAGCCTCAGTCAATTAATACTGTATCTGCACATTTACAGAGTAGT3453SerLysProGlnSerIleAsnThrValSerAlaHisLeuGlnSerSer1060106510701075GTAGTTGTTTCTGATTGTAAAAATAGTCATATAACCCCTCAGATGTTA3501ValValValSerAspCysLysAsnS

erHisIleThrProGlnMetLeu108010851090TTTTCCAAGCAGGATTTTAATTCAAACCATAATTTAACACCTAGCCAA3549PheSerLysGlnAspPheAsnSerAsnHisAsnLeuThrProSerGln109511001105AAGGCAGAAATTACAGAACTTTCTACTATATTAGAAGAATCAGGAAGT3597LysAlaGluIleThrGluLeuSerThrIleLeuGluGluSerGlySer111011151120CAGTTTGAATT

TACTCAGTTTAGAAAACCAAGCTACATATTGCAGAAG3645GlnPheGluPheThrGlnPheArgLysProSerTyrIleLeuGlnLys112511301135AGTACATTTGAAGTGCCTGAAAACCAGATGACTATCTTAAAGACCACT3693SerThrPheGluValProGluAsnGlnMetThrIleLeuLysThrThr1140114511501155TCTGAGGAATGCAGAGATGCTGATCTTCATGTCATAATGAATGC

CCCA3741SerGluGluCysArgAspAlaAspLeuHisValIleMetAsnAlaPro116011651170TCGATTGGTCAGGTAGACAGCAGCAAGCAATTTGAAGGTACAGTTGAA3789SerIleGlyGlnValAspSerSerLysGlnPheGluGlyThrValGlu117511801185ATTAAACGGAAGTTTGCTGGCCTGTTGAAAAATGACTGTAACAAAAGT3837IleLysArgLysPheAlaGlyLeuLeuLysAsnAspCy

sAsnLysSer119011951200GCTTCTGGTTATTTAACAGATGAAAATGAAGTGGGGTTTAGGGGCTTT3885AlaSerGlyTyrLeuThrAspGluAsnGluValGlyPheArgGlyPhe120512101215TATTCTGCTCATGGCACAAAACTGAATGTTTCTACTGAAGCTCTGCAA3933TyrSerAlaHisGlyThrLysLeuAsnValSerThrGluAlaLeuGln1220122512301235AAAGCTGTGAAACTG

TTTAGTGATATTGAGAATATTAGTGAGGAAACT3981LysAlaValLysLeuPheSerAspIleGluAsnIleSerGluGluThr124012451250TCTGCAGAGGTACATCCAATAAGTTTATCTTCAAGTAAATGTCATGAT4029SerAlaGluValHisProIleSerLeuSerSerSerLysCysHisAsp125512601265TCTGTTGTTTCAATGTTTAAGATAGAAAATCATAATGATAAAACTGTA4077SerVa

lValSerMetPheLysIleGluAsnHisAsnAspLysThrVal127012751280AGTGAAAAAAATAATAAATGCCAACTGATATTACAAAATAATATTGAA4125SerGluLysAsnAsnLysCysGlnLeuIleLeuGlnAsnAsnIleGlu128512901295ATGACTACTGGCACTTTTGTTGAAGAAATTACTGAAAATTACAAGAGA4173MetThrThrGlyThrPheValGluGluIleThrGluAsnTyrLysArg13001305

13101315AATACTGAAAATGAAGATAACAAATATACTGCTGCCAGTAGAAATTCT4221AsnThrGluAsnGluAspAsnLysTyrThrAlaAlaSerArgAsnSer132013251330CATAACTTAGAATTTGATGGCAGTGATTCAAGTAAAAATGATACTGTT4269HisAsnLeuGluPheAspGlySerAspSerSerLysAsnAspThrVal133513401345TGTATTCATAAAGATGAAACGGACTTGCT

ATTTACTGATCAGCACAAC4317CysIleHisLysAspGluThrAspLeuLeuPheThrAspGlnHisAsn135013551360ATATGTCTTAAATTATCTGGCCAGTTTATGAAGGAGGGAAACACTCAG4365IleCysLeuLysLeuSerGlyGlnPheMetLysGluGlyAsnThrGln136513701375ATTAAAGAAGATTTGTCAGATTTAACTTTTTTGGAAGTTGCGAAAGCT4413IleLysGluAspLeuSerA

spLeuThrPheLeuGluValAlaLysAla1380138513901395CAAGAAGCATGTCATGGTAATACTTCAAATAAAGAACAGTTAACTGCT4461GlnGluAlaCysHisGlyAsnThrSerAsnLysGluGlnLeuThrAla140014051410ACTAAAACGGAGCAAAATATAAAAGATTTTGAGACTTCTGATACATTT4509ThrLysThrGluGlnAsnIleLysAspPheGluThrSerAspThrPhe141514201425TT

TCAGACTGCAAGTGGGAAAAATATTAGTGTCGCCAAAGAGTCATTT4557PheGlnThrAlaSerGlyLysAsnIleSerValAlaLysGluSerPhe143014351440AATAAAATTGTAAATTTCTTTGATCAGAAACCAGAAGAATTGCATAAC4605AsnLysIleValAsnPhePheAspGlnLysProGluGluLeuHisAsn144514501455TTTTCCTTAAATTCTGAATTACATTCTGACATAAGAAAGA

ACAAAATG4653PheSerLeuAsnSerGluLeuHisSerAspIleArgLysAsnLysMet1460146514701475GACATTCTAAGTTATGAGGAAACAGACATAGTTAAACACAAAATACTG4701AspIleLeuSerTyrGluGluThrAspIleValLysHisLysIleLeu148014851490AAAGAAAGTGTCCCAGTTGGTACTGGAAATCAACTAGTGACCTTCCAG4749LysGluSerValProValGlyThrGlyAsn

GlnLeuValThrPheGln149515001505GGACAACCCGAACGTGATGAAAAGATCAAAGAACCTACTCTGTTGGGT4797GlyGlnProGluArgAspGluLysIleLysGluProThrLeuLeuGly151015151520TTTCATACAGCTAGCGGGAAAAAAGTTAAAATTGCAAAGGAATCTTTG4845PheHisThrAlaSerGlyLysLysValLysIleAlaLysGluSerLeu152515301535GACAAAGTGAAAA

ACCTTTTTGATGAAAAAGAGCAAGGTACTAGTGAA4893AspLysValLysAsnLeuPheAspGluLysGluGlnGlyThrSerGlu1540154515501555ATCACCAGTTTTAGCCATCAATGGGCAAAGACCCTAAAGTACAGAGAG4941IleThrSerPheSerHisGlnTrpAlaLysThrLeuLysTyrArgGlu156015651570GCCTGTAAAGACCTTGAATTAGCATGTGAGACCATTGAGATCACA



GCT4989AlaCysLysAspLeuGluLeuAlaCysGluThrIleGluIleThrAla157515801585GCCCCAAAGTGTAAAGAAATGCAGAATTCTCTCAATAATGATAAAAAC5037AlaProLysCysLysGluMetGlnAsnSerLeuAsnAsnAspLysAsn159015951600CTTGTTTCTATTGAGACTGTGGTGCCACCTAAGCTCTTAAGTGATAAT5085LeuValSerIleGluThrValValProProLysLeuLeuS

erAspAsn160516101615TTATGTAGACAAACTGAAAATCTCAAAACATCAAAAAGTATCTTTTTG5133LeuCysArgGlnThrGluAsnLeuLysThrSerLysSerIlePheLeu1620162516301635AAAGTTAAAGTACATGAAAATGTAGAAAAAGAAACAGCAAAAAGTCCT5181LysValLysValHisGluAsnValGluLysGluThrAlaLysSerPro164016451650GCAACTTGTTACACAAATC

AGTCCCCTTATTCAGTCATTGAAAATTCA5229AlaThrCysTyrThrAsnGlnSerProTyrSerValIleGluAsnSer165516601665GCCTTAGCTTTTTACACAAGTTGTAGTAGAAAAACTTCTGTGAGTCAG5277AlaLeuAlaPheTyrThrSerCysSerArgLysThrSerValSerGln167016751680ACTTCATTACTTGAAGCAAAAAAATGGCTTAGAGAAGGAATATTTGAT5325ThrSerLe

uLeuGluAlaLysLysTrpLeuArgGluGlyIlePheAsp168516901695GGTCAACCAGAAAGAATAAATACTGCAGATTATGTAGGAAATTATTTG5373GlyGlnProGluArgIleAsnThrAlaAspTyrValGlyAsnTyrLeu1700170517101715TATGAAAATAATTCAAACAGTACTATAGCTGAAAATGACAAAAATCAT5421TyrGluAsnAsnSerAsnSerThrIleAlaGluAsnAspLysAsnHis172017

251730CTCTCCGAAAAACAAGATACTTATTTAAGTAACAGTAGCATGTCTAAC5469LeuSerGluLysGlnAspThrTyrLeuSerAsnSerSerMetSerAsn173517401745AGCTATTCCTACCATTCTGATGAGGTATATAATGATTCAGGATATCTC5517SerTyrSerTyrHisSerAspGluValTyrAsnAspSerGlyTyrLeu175017551760TCAAAAAATAAACTTGATTCTGGTATTGAGCC

AGTATTGAAGAATGTT5565SerLysAsnLysLeuAspSerGlyIleGluProValLeuLysAsnVal176517701775GAAGATCAAAAAAACACTAGTTTTTCCAAAGTAATATCCAATGTAAAA5613GluAspGlnLysAsnThrSerPheSerLysValIleSerAsnValLys1780178517901795GATGCAAATGCATACCCACAAACTGTAAATGAAGATATTTGCGTTGAG5661AspAlaAsnAlaTyrProGl

nThrValAsnGluAspIleCysValGlu180018051810GAACTTGTGACTAGCTCTTCACCCTGCAAAAATAAAAATGCAGCCATT5709GluLeuValThrSerSerSerProCysLysAsnLysAsnAlaAlaIle181518201825AAATTGTCCATATCTAATAGTAATAATTTTGAGGTAGGGCCACCTGCA5757LysLeuSerIleSerAsnSerAsnAsnPheGluValGlyProProAla183018351840TTTAGG

ATAGCCAGTGGTAAAATCGTTTGTGTTTCACATGAAACAATT5805PheArgIleAlaSerGlyLysIleValCysValSerHisGluThrIle184518501855AAAAAAGTGAAAGACATATTTACAGACAGTTTCAGTAAAGTAATTAAG5853LysLysValLysAspIlePheThrAspSerPheSerLysValIleLys1860186518701875GAAAACAACGAGAATAAATCAAAAATTTGCCAAACGAAAATTAT

GGCA5901GluAsnAsnGluAsnLysSerLysIleCysGlnThrLysIleMetAla188018851890GGTTGTTACGAGGCATTGGATGATTCAGAGGATATTCTTCATAACTCT5949GlyCysTyrGluAlaLeuAspAspSerGluAspIleLeuHisAsnSer189519001905CTAGATAATGATGAATGTAGCACGCATTCACATAAGGTTTTTGCTGAC5997LeuAspAsnAspGluCysSerThrHisSerHisLysV

alPheAlaAsp191019151920ATTCAGAGTGAAGAAATTTTACAACATAACCAAAATATGTCTGGATTG6045IleGlnSerGluGluIleLeuGlnHisAsnGlnAsnMetSerGlyLeu192519301935GAGAAAGTTTCTAAAATATCACCTTGTGATGTTAGTTTGGAAACTTCA6093GluLysValSerLysIleSerProCysAspValSerLeuGluThrSer1940194519501955GATATATGTAAATGTAGT

ATAGGGAAGCTTCATAAGTCAGTCTCATCT6141AspIleCysLysCysSerIleGlyLysLeuHisLysSerValSerSer196019651970GCAAATACTTGTGGGATTTTTAGCACAGCAAGTGGAAAATCTGTCCAG6189AlaAsnThrCysGlyIlePheSerThrAlaSerGlyLysSerValGln197519801985GTATCAGATGCTTCATTACAAAACGCAAGACAAGTGTTTTCTGAAATA6237ValSer

AspAlaSerLeuGlnAsnAlaArgGlnValPheSerGluIle199019952000GAAGATAGTACCAAGCAAGTCTTTTCCAAAGTATTGTTTAAAAGTAAC6285GluAspSerThrLysGlnValPheSerLysValLeuPheLysSerAsn200520102015GAACATTCAGACCAGCTCACAAGAGAAGAAAATACTGCTATACGTACT6333GluHisSerAspGlnLeuThrArgGluGluAsnThrAlaIleArgThr202020

2520302035CCAGAACATTTAATATCCCAAAAAGGCTTTTCATATAATGTGGTAAAT6381ProGluHisLeuIleSerGlnLysGlyPheSerTyrAsnValValAsn204020452050TCATCTGCTTTCTCTGGATTTAGTACAGCAAGTGGAAAGCAAGTTTCC6429SerSerAlaPheSerGlyPheSerThrAlaSerGlyLysGlnValSer205520602065ATTTTAGAAAGTTCCTTACACAAAGTTAAG

GGAGTGTTAGAGGAATTT6477IleLeuGluSerSerLeuHisLysValLysGlyValLeuGluGluPhe207020752080GATTTAATCAGAACTGAGCATAGTCTTCACTATTCACCTACGTCTAGA6525AspLeuIleArgThrGluHisSerLeuHisTyrSerProThrSerArg208520902095CAAAATGTATCAAAAATACTTCCTCGTGTTGATAAGAGAAACCCAGAG6573GlnAsnValSerLysIleLeuPr

oArgValAspLysArgAsnProGlu2100210521102115CACTGTGTAAACTCAGAAATGGAAAAAACCTGCAGTAAAGAATTTAAA6621HisCysValAsnSerGluMetGluLysThrCysSerLysGluPheLys212021252130TTATCAAATAACTTAAATGTTGAAGGTGGTTCTTCAGAAAATAATCAC6669LeuSerAsnAsnLeuAsnValGluGlyGlySerSerGluAsnAsnHis213521402145TCT

ATTAAAGTTTCTCCATATCTCTCTCAATTTCAACAAGACAAACAA6717SerIleLysValSerProTyrLeuSerGlnPheGlnGlnAspLysGln215021552160CAGTTGGTATTAGGAACCAAAGTCTCACTTGTTGAGAACATTCATGTT6765GlnLeuValLeuGlyThrLysValSerLeuValGluAsnIleHisVal216521702175TTGGGAAAAGAACAGGCTTCACCTAAAAACGTAAAAATGGAA

ATTGGT6813LeuGlyLysGluGlnAlaSerProLysAsnValLysMetGluIleGly2180218521902195AAAACTGAAACTTTTTCTGATGTTCCTGTGAAAACAAATATAGAAGTT6861LysThrGluThrPheSerAspValProValLysThrAsnIleGluVal220022052210TGTTCTACTTACTCCAAAGATTCAGAAAACTACTTTGAAACAGAAGCA6909CysSerThrTyrSerLysAspSerGluAsnTyrP

heGluThrGluAla221522202225GTAGAAATTGCTAAAGCTTTTATGGAAGATGATGAACTGACAGATTCT6957ValGluIleAlaLysAlaPheMetGluAspAspGluLeuThrAspSer223022352240AAACTGCCAAGTCATGCCACACATTCTCTTTTTACATGTCCCGAAAAT7005LysLeuProSerHisAlaThrHisSerLeuPheThrCysProGluAsn224522502255GAGGAAATGGTTTTGT

CAAATTCAAGAATTGGAAAAAGAAGAGGAGAG7053GluGluMetValLeuSerAsnSerArgIleGlyLysArgArgGlyGlu2260226522702275CCCCTTATCTTAGTGGGAGAACCCTCAATCAAAAGAAACTTATTAAAT7101ProLeuIleLeuValGlyGluProSerIleLysArgAsnLeuLeuAsn228022852290GAATTTGACAGGATAATAGAAAATCAAGAAAAATCCTTAAAGGCTTCA714

9GluPheAspArgIleIleGluAsnGlnGluLysSerLeuLysAlaSer229523002305AAAAGCACTCCAGATGGCACAATAAAAGATCGAAGATTGTTTATGCAT7197LysSerThrProAspGlyThrIleLysAspArgArgLeuPheMetHis231023152320CATGTTTCTTTAGAGCCGATTACCTGTGTACCCTTTCGCACAACTAAG7245HisValSerLeuGluProIleThrCysValProPheArgThrThrLys2

32523302335GAACGTCAAGAGATACAGAATCCAAATTTTACCGCACCTGGTCAAGAA7293GluArgGlnGluIleGlnAsnProAsnPheThrAlaProGlyGlnGlu2340234523502355TTTCTGTCTAAATCTCATTTGTATGAACATCTGACTTTGGAAAAATCT7341PheLeuSerLysSerHisLeuTyrGluHisLeuThrLeuGluLysSer236023652370TCAAGCAATTTAGCAGTTTCAGGAC

ATCCATTTTATCAAGTTTCTGCT7389SerSerAsnLeuAlaValSerGlyHisProPheTyrGlnValSerAla237523802385ACAAGAAATGAAAAAATGAGACACTTGATTACTACAGGCAGACCAACC7437ThrArgAsnGluLysMetArgHisLeuIleThrThrGlyArgProThr239023952400AAAGTCTTTGTTCCACCTTTTAAAACTAAATCACATTTTCACAGAGTT7485LysValPheValProPr

oPheLysThrLysSerHisPheHisArgVal240524102415GAACAGTGTGTTAGGAATATTAACTTGGAGGAAAACAGACAAAAGCAA7533GluGlnCysValArgAsnIleAsnLeuGluGluAsnArgGlnLysGln2420242524302435AACATTGATGGACATGGCTCTGATGATAGTAAAAATAAGATTAATGAC7581AsnIleAspGlyHisGlySerAspAspSerLysAsnLysIleAsnAsp24402445245

0AATGAGATTCATCAGTTTAACAAAAACAACTCCAATCAAGCAGCAGCT7629AsnGluIleHisGlnPheAsnLysAsnAsnSerAsnGlnAlaAlaAla245524602465GTAACTTTCACAAAGTGTGAAGAAGAACCTTTAGATTTAATTACAAGT7677ValThrPheThrLysCysGluGluGluProLeuAspLeuIleThrSer247024752480CTTCAGAATGCCAGAGATATACAGGATATGCGAATT

AAGAAGAAACAA7725LeuGlnAsnAlaArgAspIleGlnAspMetArgIleLysLysLysGln248524902495AGGCAACGCGTCTTTCCACAGCCAGGCAGTCTGTATCTTGCAAAAACA7773ArgGlnArgValPheProGlnProGlySerLeuTyrLeuAlaLysThr2500250525102515TCCACTCTGCCTCGAATCTCTCTGAAAGCAGCAGTAGGAGGCCAAGTT7821SerThrLeuProArgIleSerLe

uLysAlaAlaValGlyGlyGlnVal252025252530CCCTCTGCGTGTTCTCATAAACAGCTGTATACGTATGGCGTTTCTAAA7869ProSerAlaCysSerHisLysGlnLeuTyrThrTyrGlyValSerLys253525402545CATTGCATAAAAATTAACAGCAAAAATGCAGAGTCTTTTCAGTTTCAC7917HisCysIleLysIleAsnSerLysAsnAlaGluSerPheGlnPheHis255025552560ACTGAAGATT

ATTTTGGTAAGGAAAGTTTATGGACTGGAAAAGGAATA7965ThrGluAspTyrPheGlyLysGluSerLeuTrpThrGlyLysGlyIle256525702575CAGTTGGCTGATGGTGGATGGCTCATACCCTCCAATGATGGAAAGGCT8013GlnLeuAlaAspGlyGlyTrpLeuIleProSerAsnAspGlyLysAla2580258525902595GGAAAAGAAGAATTTTATAGGGCTCTGTGTGACACTCCAGGT

GTGGAT8061GlyLysGluGluPheTyrArgAlaLeuCysAspThrProGlyValAsp260026052610CCAAAGCTTATTTCTAGAATTTGGGTTTATAATCACTATAGATGGATC8109ProLysLeuIleSerArgIleTrpValTyrAsnHisTyrArgTrpIle261526202625ATATGGAAACTGGCAGCTATGGAATGTGCCTTTCCTAAGGAATTTGCT8157IleTrpLysLeuAlaAlaMetGluCysAlaPheProLys

GluPheAla263026352640AATAGATGCCTAAGCCCAGAAAGGGTGCTTCTTCAACTAAAATACAGA8205AsnArgCysLeuSerProGluArgValLeuLeuGlnLeuLysTyrArg264526502655TATGATACGGAAATTGATAGAAGCAGAAGATCGGCTATAAAAAAGATA8253TyrAspThrGluIleAspArgSerArgArgSerAlaIleLysLysIle2660266526702675ATGGAAAGGGATGACAC

AGCTGCAAAAACACTTGTTCTCTGTGTTTCT8301MetGluArgAspAspThrAlaAlaLysThrLeuValLeuCysValSer268026852690GACATAATTTCATTGAGCGCAAATATATCTGAAACTTCTAGCAATAAA8349AspIleIleSerLeuSerAlaAsnIleSerGluThrSerSerAsnLys269527002705ACTAGTAGTGCAGATACCCAAAAAGTGGCCATTATTGAACTTACAGAT8397ThrSer

SerAlaAspThrGlnLysValAlaIleIleGluLeuThrAsp271027152720GGGTGGTATGCTGTTAAGGCCCAGTTAGATCCTCCCCTCTTAGCTGTC8445GlyTrpTyrAlaValLysAlaGlnLeuAspProProLeuLeuAlaVal272527302735TTAAAGAATGGCAGACTGACAGTTGGTCAGAAGATTATTCTTCATGGA8493LeuLysAsnGlyArgLeuThrValGlyGlnLysIleIleLeuHisGly274027452

7502755GCAGAACTGGTGGGCTCTCCTGATGCCTGTACACCTCTTGAAGCCCCA8541AlaGluLeuValGlySerProAspAlaCysThrProLeuGluAlaPro276027652770GAATCTCTTATGTTAAAGATTTCTGCTAACAGTACTCGGCCTGCTCGC8589GluSerLeuMetLeuLysIleSerAlaAsnSerThrArgProAlaArg277527802785TGGTATACCAAACTTGGATTCTTTCCTGAC

CCTAGACCTTTTCCTCTG8637TrpTyrThrLysLeuGlyPhePheProAspProArgProPheProLeu279027952800CCCTTATCATCGCTTTTCAGTGATGGAGGAAATGTTGGTTGTGTTGAT8685ProLeuSerSerLeuPheSerAspGlyGlyAsnValGlyCysValAsp280528102815GTAATTATTCAAAGAGCATACCCTATACAGTGGATGGAGAAGACATCA8733ValIleIleGlnArgAlaT

yrProIleGlnTrpMetGluLysThrSer2820282528302835TCTGGATTATACATATTTCGCAATGAAAGAGAGGAAGAAAAGGAAGCA8781SerGlyLeuTyrIlePheArgAsnGluArgGluGluGluLysGluAla284028452850GCAAAATATGTGGAGGCCCAACAAAAGAGACTAGAAGCCTTATTCACT8829AlaLysTyrValGluAlaGlnGlnLysArgLeuGluAlaLeuPheThr285528602865AA

AATTCAGGAGGAATTTGAAGAACATGAAGAAAACACAACAAAACCA8877LysIleGlnGluGluPheGluGluHisGluGluAsnThrThrLysPro287028752880TATTTACCATCACGTGCACTAACAAGACAGCAAGTTCGTGCTTTGCAA8925TyrLeuProSerArgAlaLeuThrArgGlnGlnValArgAlaLeuGln288528902895GATGGTGCAGAGCTTTATGAAGCAGTGAAGAATGCAGC

AGACCCAGCT8973AspGlyAlaGluLeuTyrGluAlaValLysAsnAlaAlaAspProAla2900290529102915TACCTTGAGGGTTATTTCAGTGAAGAGCAGTTAAGAGCCTTGAATAAT9021TyrLeuGluGlyTyrPheSerGluGluGlnLeuArgAlaLeuAsnAsn292029252930CACAGGCAAATGTTGAATGATAAGAAACAAGCTCAGATCCAGTTGGAA9069HisArgGlnMetLeuAsnAspLys

LysGlnAlaGlnIleGlnLeuGlu293529402945ATTAGGAAGGCCATGGAATCTGCTGAACAAAAGGAACAAGGTTTATCA9117IleArgLysAlaMetGluSerAlaGluGlnLysGluGlnGlyLeuSer295029552960AGGGATGTCACAACCGTGTGGAAGTTGCGTATTGTAAGCTATTCAAAA9165ArgAspValThrThrValTrpLysLeuArgIleValSerTyrSerLys296529702975AAAGAAAAAG

ATTCAGTTATACTGAGTATTTGGCGTCCATCATCAGAT9213LysGluLysAspSerValIleLeuSerIleTrpArgProSerSerAsp2980298529902995TTATATTCTCTGTTAACAGAAGGAAAGAGATACAGAATTTATCATCTT9261LeuTyrSerLeuLeuThrGluGlyLysArgTyrArgIleTyrHisLeu300030053010GCAACTTCAAAATCTAAAAGTAAATCTGAAAGAGCTAACATACAGTT

A9309AlaThrSerLysSerLysSerLysSerGluArgAlaAsnIleGlnLeu301530203025GCAGCGACAAAAAAAACTCAGTATCAACAACTACCGGTTTCAGATGAA9357AlaAlaThrLysLysThrGlnTyrGlnGlnLeuProValSerAspGlu303030353040ATTTTATTTCAGATTTACCAGCCACGGGAGCCCCTTCACTTCAGCAAA9405IleLeuPheGlnIleTyrGlnProArgGluProLeuHisPheSer



Lys304530503055TTTTTAGATCCAGACTTTCAGCCATCTTGTTCTGAGGTGGACCTAATA9453PheLeuAspProAspPheGlnProSerCysSerGluValAspLeuIle3060306530703075GGATTTGTCGTTTCTGTTGTGAAAAAAACAGGACTTGCCCCTTTCGTC9501GlyPheValValSerValValLysLysThrGlyLeuAlaProPheVal308030853090TATTTGTCAGACGAATGTTAC

AATTTACTGGCAATAAAGTTTTGGATA9549TyrLeuSerAspGluCysTyrAsnLeuLeuAlaIleLysPheTrpIle309531003105GACCTTAATGAGGACATTATTAAGCCTCATATGTTAATTGCTGCAAGC9597AspLeuAsnGluAspIleIleLysProHisMetLeuIleAlaAlaSer311031153120AACCTCCAGTGGCGACCAGAATCCAAATCAGGCCTTCTTACTTTATTT9645AsnLeuGlnTr

pArgProGluSerLysSerGlyLeuLeuThrLeuPhe312531303135GCTGGAGATTTTTCTGTGTTTTCTGCTAGTCCAAAAGAGGGCCACTTT9693AlaGlyAspPheSerValPheSerAlaSerProLysGluGlyHisPhe3140314531503155CAAGAGACATTCAACAAAATGAAAAATACTGTTGAGAATATTGACATA9741GlnGluThrPheAsnLysMetLysAsnThrValGluAsnIleAspIle316031

653170CTTTGCAATGAAGCAGAAAACAAGCTTATGCATATACTGCATGCAAAT9789LeuCysAsnGluAlaGluAsnLysLeuMetHisIleLeuHisAlaAsn317531803185GATCCCAAGTGGTCCACCCCAACTAAAGACTGTACTTCAGGGCCGTAC9837AspProLysTrpSerThrProThrLysAspCysThrSerGlyProTyr319031953200ACTGCTCAAATCATTCCTGGTACAGGAAAC

AAGCTTCTGATGTCTTCT9885ThrAlaGlnIleIleProGlyThrGlyAsnLysLeuLeuMetSerSer320532103215CCTAATTGTGAGATATATTATCAAAGTCCTTTATCACTTTGTATGGCC9933ProAsnCysGluIleTyrTyrGlnSerProLeuSerLeuCysMetAla3220322532303235AAAAGGAAGTCTGTTTCCACACCTGTCTCAGCCCAGATGACTTCAAAG9981LysArgLysSerValSer

ThrProValSerAlaGlnMetThrSerLys324032453250TCTTGTAAAGGGGAGAAAGAGATTGATGACCAAAAGAACTGCAAAAAG10029SerCysLysGlyGluLysGluIleAspAspGlnLysAsnCysLysLys325532603265AGAAGAGCCTTGGATTTCTTGAGTAGACTGCCTTTACCTCCACCTGTT10077ArgArgAlaLeuAspPheLeuSerArgLeuProLeuProProProVal327032753280

AGTCCCATTTGTACATTTGTTTCTCCGGCTGCACAGAAGGCATTTCAG10125SerProIleCysThrPheValSerProAlaAlaGlnLysAlaPheGln328532903295CCACCAAGGAGTTGTGGCACCAAATACGAAACACCCATAAAGAAAAAA10173ProProArgSerCysGlyThrLysTyrGluThrProIleLysLysLys3300330533103315GAACTGAATTCTCCTCAGATGACTCCATTTAA

AAAATTCAATGAAATT10221GluLeuAsnSerProGlnMetThrProPheLysLysPheAsnGluIle332033253330TCTCTTTTGGAAAGTAATTCAATAGCTGACGAAGAACTTGCATTGATA10269SerLeuLeuGluSerAsnSerIleAlaAspGluGluLeuAlaLeuIle333533403345AATACCCAAGCTCTTTTGTCTGGTTCAACAGGAGAAAAACAATTTATA10317AsnThrGlnAlaLeuLeuSer

GlySerThrGlyGluLysGlnPheIle335033553360TCTGTCAGTGAATCCACTAGGACTGCTCCCACCAGTTCAGAAGATTAT10365SerValSerGluSerThrArgThrAlaProThrSerSerGluAspTyr336533703375CTCAGACTGAAACGACGTTGTACTACATCTCTGATCAAAGAACAGGAG10413LeuArgLeuLysArgArgCysThrThrSerLeuIleLysGluGlnGlu3380338533903395AG

TTCCCAGGCCAGTACGGAAGAATGTGAGAAAAATAAGCAGGACACA10461SerSerGlnAlaSerThrGluGluCysGluLysAsnLysGlnAspThr340034053410ATTACAACTAAAAAATATATCTAAGCATTTGCAAAGGCGACAATAAATTAT10512IleThrThrLysLysTyrIle3415TGACGCTTAACCTTTCCAGTTTATAAGACTGGAATATAATTTCAAACCACACATTAGTAC1057

2TTATGTTGCACAATGAGAAAAGAAATTAGTTTCAAATTTACCTCAGCGTTTGTGTATCGG10632GCAAAAATCGTTTTGCCCGATTCCGTATTGGTATACTTTTGCTTCAGTTGCATATCTTAA10692AACTAAATGTAATTTATTAACTAATCAAGAAAAACATCTTTGGCTGAGCTCGGTGGCTCA10752TGCCTGTAATCCCAACACTTTGAGAAGCTGAGGTGGGAG

GAGTGCTTGAGGCCAGGAGTT10812CAAGACCAGCCTGGGCAACATAGGGAGACCCCCATCTTTACGAAGAAAAAAAAAAAGGGG10872AAAAGAAAATCTTTTAAATCTTTGGATTTGATCACTACAAGTATTATTTTACAAGTGAAA10932TAAACATACCATTTTCTTTTAGATTGTGTCATTAAATGGAATGAGGTCTCTTAGTACAGT10992TATTTTGATGCAGAT

AATTCCTTTTAGTTTAGCTACTATTTTAGGGGATTTTTTTTAGAG11052GTAACTCACTATGAAATAGTTCTCCTTAATGCAAATATGTTGGTTCTGCTATAGTTCCAT11112CCTGTTCAAAAGTCAGGATGAATATGAAGAGTGGTGTTTCCTTTTGAGCAATTCTTCATC11172CTTAAGTCAGCATGATTATAAGAAAAATAGAACCCTCAGTGTAACTCTAATTCCTTTT

TA11232CTATTCCAGTGTGATCTCTGAAATTAAATTACTTCAACTAAAAATTCAAATACTTTAAAT11292CAGAAGATTTCATAGTTAATTTATTTTTTTTTTCAACAAAATGGTCATCCAAACTCAAAC11352TTGAGAAAATATCTTGCTTTCAAATTGACACTA11385(2) INFORMATION FOR SEQ ID NO:2:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 3418 

amino acids(B) TYPE: amino acid(D) TOPOLOGY: linear(ii) MOLECULE TYPE: protein(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:2:MetProIleGlySerLysGluArgProThrPhePheGluIlePheLys151015ThrArgCysAsnLysAlaAspLeuGlyProIleSerLeuAsnTrpPhe202530GluGluLeuSerSerGluAlaProProTyrAsnSerGluProAlaGlu354045GluSerGluHisLysAsnAsnAsnTyrGluProAsnLeuPheLysThr505560ProGlnArgLysProSerTyrAsnGlnLeuAlaSerThrProIleIle65707580PheLysGluGlnGlyLeuThrLeuPr

oLeuTyrGlnSerProValLys859095GluLeuAspLysPheLysLeuAspLeuGlyArgAsnValProAsnSer100105110ArgHisLysSerLeuArgThrValLysThrLysMetAspGlnAlaAsp115120125AspValSerCysProLeuLeuAsnSerCysLeuSerGluSerProVal130135140ValLeuGlnCysThrHisValThrProGlnArgAspLysSerValVal145150155160CysGlySerLeuPheHisThrProLysPheValLysGly

ArgGlnThr165170175ProLysHisIleSerGluSerLeuGlyAlaGluValAspProAspMet180185190SerTrpSerSerSerLeuAlaThrProProThrLeuSerSerThrVal195200205LeuIleValArgAsnGluGluAlaSerGluThrValPheProHisAsp210215220ThrThrAlaAsnValLysSerTyrPheSerAsnHisAspGluSerLeu225230235240LysLysAsnAspArgPheIleAlaSerValThrAspSerGluAsnThr24525

0255AsnGlnArgGluAlaAlaSerHisGlyPheGlyLysThrSerGlyAsn260265270SerPheLysValAsnSerCysLysAspHisIleGlyLysSerMetPro275280285AsnValLeuGluAspGluValTyrGluThrValValAspThrSerGlu290295300GluAspSerPheSerLeuCysPheSerLysCysArgThrLysAsnLeu305310315320GlnLysValArgThrSerLysThrArgLysLysIlePheHisGluAla325330335AsnAlaAs

pGluCysGluLysSerLysAsnGlnValLysGluLysTyr340345350SerPheValSerGluValGluProAsnAspThrAspProLeuAspSer355360365AsnValAlaHisGlnLysProPheGluSerGlySerAspLysIleSer370375380LysGluValValProSerLeuAlaCysGluTrpSerGlnLeuThrLeu385390395400SerGlyLeuAsnGlyAlaGlnMetGluLysIleProLeuLeuHisIle405410415SerSerCysAspGlnAsnIle

SerGluLysAspLeuLeuAspThrGlu420425430AsnLysArgLysLysAspPheLeuThrSerGluAsnSerLeuProArg435440445IleSerSerLeuProLysSerGluLysProLeuAsnGluGluThrVal450455460ValAsnLysArgAspGluGluGlnHisLeuGluSerHisThrAspCys465470475480IleLeuAlaValLysGlnAlaIleSerGlyThrSerProValAlaSer485490495SerPheGlnGlyIleLysLysSerIlePheArgIle

ArgGluSerPro500505510LysGluThrPheAsnAlaSerPheSerGlyHisMetThrAspProAsn515520525PheLysLysGluThrGluAlaSerGluSerGlyLeuGluIleHisThr530535540ValCysSerGlnLysGluAspSerLeuCysProAsnLeuIleAspAsn545550555560GlySerTrpProAlaThrThrThrGlnAsnSerValAlaLeuLysAsn565570575AlaGlyLeuIleSerThrLeuLysLysLysThrAsnLysPheIleTyr58

0585590AlaIleHisAspGluThrPheTyrLysGlyLysLysIleProLysAsp595600605GlnLysSerGluLeuIleAsnCysSerAlaGlnPheGluAlaAsnAla610615620PheGluAlaProLeuThrPheAlaAsnAlaAspSerGlyLeuLeuHis625630635640SerSerValLysArgSerCysSerGlnAsnAspSerGluGluProThr645650655LeuSerLeuThrSerSerPheGlyThrIleLeuArgLysCysSerArg660665670AsnGl

uThrCysSerAsnAsnThrValIleSerGlnAspLeuAspTyr675680685LysGluAlaLysCysAsnLysGluLysLeuGlnLeuPheIleThrPro690695700GluAlaAspSerLeuSerCysLeuGlnGluGlyGlnCysGluAsnAsp705710715720ProLysSerLysLysValSerAspIleLysGluGluValLeuAlaAla725730735AlaCysHisProValGlnHisSerLysValGluTyrSerAspThrAsp740745750PheGlnSerGlnLysSe

rLeuLeuTyrAspHisGluAsnAlaSerThr755760765LeuIleLeuThrProThrSerLysAspValLeuSerAsnLeuValMet770775780IleSerArgGlyLysGluSerTyrLysMetSerAspLysLeuLysGly785790795800AsnAsnTyrGluSerAspValGluLeuThrLysAsnIleProMetGlu805810815LysAsnGlnAspValCysAlaLeuAsnGluAsnTyrLysAsnValGlu820825830LeuLeuProProGluLysTyrMetArgVa

lAlaSerProSerArgLys835840845ValGlnPheAsnGlnAsnThrAsnLeuArgValIleGlnLysAsnGln850855860GluGluThrThrSerIleSerLysIleThrValAsnProAspSerGlu865870875880GluLeuPheSerAspAsnGluAsnAsnPheValPheGlnValAlaAsn885890895GluArgAsnAsnLeuAlaLeuGlyAsnThrLysGluLeuHisGluThr900905910AspLeuThrCysValAsnGluProIlePheLysAsnSerT

hrMetVal915920925LeuTyrGlyAspThrGlyAspLysGlnAlaThrGlnValSerIleLys930935940LysAspLeuValTyrValLeuAlaGluGluAsnLysAsnSerValLys945950955960GlnHisIleLysMetThrLeuGlyGlnAspLeuLysSerAspIleSer965970975LeuAsnIleAspLysIleProGluLysAsnAsnAspTyrMetAsnLys980985990TrpAlaGlyLeuLeuGlyProIleSerAsnHisSerPheGlyGlySer99510001

005PheArgThrAlaSerAsnLysGluIleLysLeuSerGluHisAsnIle101010151020LysLysSerLysMetPhePheLysAspIleGluGluGlnTyrProThr1025103010351040SerLeuAlaCysValGluIleValAsnThrLeuAlaLeuAspAsnGln104510501055LysLysLeuSerLysProGlnSerIleAsnThrValSerAlaHisLeu106010651070GlnSerSerValValValSerAspCysLysAsnSerHisIleThrPro10751080

1085GlnMetLeuPheSerLysGlnAspPheAsnSerAsnHisAsnLeuThr109010951100ProSerGlnLysAlaGluIleThrGluLeuSerThrIleLeuGluGlu1105111011151120SerGlySerGlnPheGluPheThrGlnPheArgLysProSerTyrIle112511301135LeuGlnLysSerThrPheGluValProGluAsnGlnMetThrIleLeu114011451150LysThrThrSerGluGluCysArgAspAlaAspLeuHisValIleMet1155

11601165AsnAlaProSerIleGlyGlnValAspSerSerLysGlnPheGluGly117011751180ThrValGluIleLysArgLysPheAlaGlyLeuLeuLysAsnAspCys1185119011951200AsnLysSerAlaSerGlyTyrLeuThrAspGluAsnGluValGlyPhe120512101215ArgGlyPheTyrSerAlaHisGlyThrLysLeuAsnValSerThrGlu122012251230AlaLeuGlnLysAlaValLysLeuPheSerAspIleGluAsnIleSer1

23512401245GluGluThrSerAlaGluValHisProIleSerLeuSerSerSerLys125012551260CysHisAspSerValValSerMetPheLysIleGluAsnHisAsnAsp1265127012751280LysThrValSerGluLysAsnAsnLysCysGlnLeuIleLeuGlnAsn128512901295AsnIleGluMetThrThrGlyThrPheValGluGluIleThrGluAsn130013051310TyrLysArgAsnThrGluAsnGluAspAsnLysTyrThrAlaAlaSe

r131513201325ArgAsnSerHisAsnLeuGluPheAspGlySerAspSerSerLysAsn133013351340AspThrValCysIleHisLysAspGluThrAspLeuLeuPheThrAsp1345135013551360GlnHisAsnIleCysLeuLysLeuSerGlyGlnPheMetLysGluGly136513701375AsnThrGlnIleLysGluAspLeuSerAspLeuThrPheLeuGluVal138013851390AlaLysAlaGlnGluAlaCysHisGlyAsnThrSerAsnL

ysGluGln139514001405LeuThrAlaThrLysThrGluGlnAsnIleLysAspPheGluThrSer141014151420AspThrPhePheGlnThrAlaSerGlyLysAsnIleSerValAlaLys1425143014351440GluSerPheAsnLysIleValAsnPhePheAspGlnLysProGluGlu144514501455LeuHisAsnPheSerLeuAsnSerGluLeuHisSerAspIleArgLys146014651470AsnLysMetAspIleLeuSerTyrGluGluThrAs

pIleValLysHis147514801485LysIleLeuLysGluSerValProValGlyThrGlyAsnGlnLeuVal149014951500ThrPheGlnGlyGlnProGluArgAspGluLysIleLysGluProThr1505151015151520LeuLeuGlyPheHisThrAlaSerGlyLysLysValLysIleAlaLys152515301535GluSerLeuAspLysValLysAsnLeuPheAspGluLysGluGlnGly154015451550ThrSerGluIleThrSerPheSerHisGlnTrpAl

aLysThrLeuLys155515601565TyrArgGluAlaCysLysAspLeuGluLeuAlaCysGluThrIleGlu157015751580IleThrAlaAlaProLysCysLysGluMetGlnAsnSerLeuAsnAsn1585159015951600AspLysAsnLeuValSerIleGluThrValValProProLysLeuLeu160516101615SerAspAsnLeuCysArgGlnThrGluAsnLeuLysThrSerLysSer162016251630IlePheLeuLysValLysValHisGluAsn

ValGluLysGluThrAla163516401645LysSerProAlaThrCysTyrThrAsnGlnSerProTyrSerValIle165016551660GluAsnSerAlaLeuAlaPheTyrThrSerCysSerArgLysThrSer1665167016751680ValSerGlnThrSerLeuLeuGluAlaLysLysTrpLeuArgGluGly168516901695IlePheAspGlyGlnProGluArgIleAsnThrAlaAspTyrValGly170017051710AsnTyrLeuTyrGluAsnAsnSerAsnS

erThrIleAlaGluAsnAsp171517201725LysAsnHisLeuSerGluLysGlnAspThrTyrLeuSerAsnSerSer173017351740MetSerAsnSerTyrSerTyrHisSerAspGluValTyrAsnAspSer1745175017551760GlyTyrLeuSerLysAsnLysLeuAspSerGlyIleGluProValLeu176517701775LysAsnValGluAspGlnLysAsnThrSerPheSerLysValIleSer178017851790AsnValLysAspAlaAsnAlaTyr

ProGlnThrValAsnGluAspIle179518001805CysValGluGluLeuValThrSerSerSerProCysLysAsnLysAsn181018151820AlaAlaIleLysLeuSerIleSerAsnSerAsnAsnPheGluValGly1825183018351840ProProAlaPheArgIleAlaSerGlyLysIleValCysValSerHis184518501855GluThrIleLysLysValLysAspIlePheThrAspSerPheSerLys186018651870ValIleLysGluAsnAsnGluAsn

LysSerLysIleCysGlnThrLys187518801885IleMetAlaGlyCysTyrGluAlaLeuAspAspSerGluAspIleLeu189018951900HisAsnSerLeuAspAsnAspGluCysSerThrHisSerHisLysVal1905191019151920PheAlaAspIleGlnSerGluGluIleLeuGlnHisAsnGlnAsnMet192519301935SerGlyLeuGluLysValSerLysIleSerProCysAspValSerLeu194019451950GluThrSerAspIleCysLysC



ysSerIleGlyLysLeuHisLysSer195519601965ValSerSerAlaAsnThrCysGlyIlePheSerThrAlaSerGlyLys197019751980SerValGlnValSerAspAlaSerLeuGlnAsnAlaArgGlnValPhe1985199019952000SerGluIleGluAspSerThrLysGlnValPheSerLysValLeuPhe200520102015LysSerAsnGluHisSerAspGlnLeuThrArgGluGluAsnThrAla202020252030IleArgThrProGluHisLeu

IleSerGlnLysGlyPheSerTyrAsn203520402045ValValAsnSerSerAlaPheSerGlyPheSerThrAlaSerGlyLys205020552060GlnValSerIleLeuGluSerSerLeuHisLysValLysGlyValLeu2065207020752080GluGluPheAspLeuIleArgThrGluHisSerLeuHisTyrSerPro208520902095ThrSerArgGlnAsnValSerLysIleLeuProArgValAspLysArg210021052110AsnProGluHisCysValAs

nSerGluMetGluLysThrCysSerLys211521202125GluPheLysLeuSerAsnAsnLeuAsnValGluGlyGlySerSerGlu213021352140AsnAsnHisSerIleLysValSerProTyrLeuSerGlnPheGlnGln2145215021552160AspLysGlnGlnLeuValLeuGlyThrLysValSerLeuValGluAsn216521702175IleHisValLeuGlyLysGluGlnAlaSerProLysAsnValLysMet218021852190GluIleGlyLysThrGl

uThrPheSerAspValProValLysThrAsn219522002205IleGluValCysSerThrTyrSerLysAspSerGluAsnTyrPheGlu221022152220ThrGluAlaValGluIleAlaLysAlaPheMetGluAspAspGluLeu2225223022352240ThrAspSerLysLeuProSerHisAlaThrHisSerLeuPheThrCys224522502255ProGluAsnGluGluMetValLeuSerAsnSerArgIleGlyLysArg226022652270ArgGlyGluProL

euIleLeuValGlyGluProSerIleLysArgAsn227522802285LeuLeuAsnGluPheAspArgIleIleGluAsnGlnGluLysSerLeu229022952300LysAlaSerLysSerThrProAspGlyThrIleLysAspArgArgLeu2305231023152320PheMetHisHisValSerLeuGluProIleThrCysValProPheArg232523302335ThrThrLysGluArgGlnGluIleGlnAsnProAsnPheThrAlaPro234023452350GlyGlnGluPhe

LeuSerLysSerHisLeuTyrGluHisLeuThrLeu235523602365GluLysSerSerSerAsnLeuAlaValSerGlyHisProPheTyrGln237023752380ValSerAlaThrArgAsnGluLysMetArgHisLeuIleThrThrGly2385239023952400ArgProThrLysValPheValProProPheLysThrLysSerHisPhe240524102415HisArgValGluGlnCysValArgAsnIleAsnLeuGluGluAsnArg242024252430GlnLysGln

AsnIleAspGlyHisGlySerAspAspSerLysAsnLys243524402445IleAsnAspAsnGluIleHisGlnPheAsnLysAsnAsnSerAsnGln245024552460AlaAlaAlaValThrPheThrLysCysGluGluGluProLeuAspLeu2465247024752480IleThrSerLeuGlnAsnAlaArgAspIleGlnAspMetArgIleLys248524902495LysLysGlnArgGlnArgValPheProGlnProGlySerLeuTyrLeu250025052510AlaLys

ThrSerThrLeuProArgIleSerLeuLysAlaAlaValGly251525202525GlyGlnValProSerAlaCysSerHisLysGlnLeuTyrThrTyrGly253025352540ValSerLysHisCysIleLysIleAsnSerLysAsnAlaGluSerPhe2545255025552560GlnPheHisThrGluAspTyrPheGlyLysGluSerLeuTrpThrGly256525702575LysGlyIleGlnLeuAlaAspGlyGlyTrpLeuIleProSerAsnAsp258025852590GlyLys

AlaGlyLysGluGluPheTyrArgAlaLeuCysAspThrPro259526002605GlyValAspProLysLeuIleSerArgIleTrpValTyrAsnHisTyr261026152620ArgTrpIleIleTrpLysLeuAlaAlaMetGluCysAlaPheProLys2625263026352640GluPheAlaAsnArgCysLeuSerProGluArgValLeuLeuGlnLeu264526502655LysTyrArgTyrAspThrGluIleAspArgSerArgArgSerAlaIle266026652670LysLysI

leMetGluArgAspAspThrAlaAlaLysThrLeuValLeu267526802685CysValSerAspIleIleSerLeuSerAlaAsnIleSerGluThrSer269026952700SerAsnLysThrSerSerAlaAspThrGlnLysValAlaIleIleGlu2705271027152720LeuThrAspGlyTrpTyrAlaValLysAlaGlnLeuAspProProLeu272527302735LeuAlaValLeuLysAsnGlyArgLeuThrValGlyGlnLysIleIle274027452750LeuHisGly

AlaGluLeuValGlySerProAspAlaCysThrProLeu275527602765GluAlaProGluSerLeuMetLeuLysIleSerAlaAsnSerThrArg277027752780ProAlaArgTrpTyrThrLysLeuGlyPhePheProAspProArgPro2785279027952800PheProLeuProLeuSerSerLeuPheSerAspGlyGlyAsnValGly280528102815CysValAspValIleIleGlnArgAlaTyrProIleGlnTrpMetGlu282028252830LysThr

SerSerGlyLeuTyrIlePheArgAsnGluArgGluGluGlu283528402845LysGluAlaAlaLysTyrValGluAlaGlnGlnLysArgLeuGluAla285028552860LeuPheThrLysIleGlnGluGluPheGluGluHisGluGluAsnThr2865287028752880ThrLysProTyrLeuProSerArgAlaLeuThrArgGlnGlnValArg288528902895AlaLeuGlnAspGlyAlaGluLeuTyrGluAlaValLysAsnAlaAla290029052910AspP

roAlaTyrLeuGluGlyTyrPheSerGluGluGlnLeuArgAla291529202925LeuAsnAsnHisArgGlnMetLeuAsnAspLysLysGlnAlaGlnIle293029352940GlnLeuGluIleArgLysAlaMetGluSerAlaGluGlnLysGluGln2945295029552960GlyLeuSerArgAspValThrThrValTrpLysLeuArgIleValSer296529702975TyrSerLysLysGluLysAspSerValIleLeuSerIleTrpArgPro298029852990SerS

erAspLeuTyrSerLeuLeuThrGluGlyLysArgTyrArgIle299530003005TyrHisLeuAlaThrSerLysSerLysSerLysSerGluArgAlaAsn301030153020IleGlnLeuAlaAlaThrLysLysThrGlnTyrGlnGlnLeuProVal3025303030353040SerAspGluIleLeuPheGlnIleTyrGlnProArgGluProLeuHis304530503055PheSerLysPheLeuAspProAspPheGlnProSerCysSerGluVal306030653070As

pLeuIleGlyPheValValSerValValLysLysThrGlyLeuAla307530803085ProPheValTyrLeuSerAspGluCysTyrAsnLeuLeuAlaIleLys309030953100PheTrpIleAspLeuAsnGluAspIleIleLysProHisMetLeuIle3105311031153120AlaAlaSerAsnLeuGlnTrpArgProGluSerLysSerGlyLeuLeu312531303135ThrLeuPheAlaGlyAspPheSerValPheSerAlaSerProLysGlu314031453150

GlyHisPheGlnGluThrPheAsnLysMetLysAsnThrValGluAsn315531603165IleAspIleLeuCysAsnGluAlaGluAsnLysLeuMetHisIleLeu317031753180HisAlaAsnAspProLysTrpSerThrProThrLysAspCysThrSer3185319031953200GlyProTyrThrAlaGlnIleIleProGlyThrGlyAsnLysLeuLeu320532103215MetSerSerProAsnCysGluIleTyrTyrGlnSerProLeuSerLeu3220322532

30CysMetAlaLysArgLysSerValSerThrProValSerAlaGlnMet323532403245ThrSerLysSerCysLysGlyGluLysGluIleAspAspGlnLysAsn325032553260CysLysLysArgArgAlaLeuAspPheLeuSerArgLeuProLeuPro3265327032753280ProProValSerProIleCysThrPheValSerProAlaAlaGlnLys328532903295AlaPheGlnProProArgSerCysGlyThrLysTyrGluThrProIle3300330

53310LysLysLysGluLeuAsnSerProGlnMetThrProPheLysLysPhe331533203325AsnGluIleSerLeuLeuGluSerAsnSerIleAlaAspGluGluLeu333033353340AlaLeuIleAsnThrGlnAlaLeuLeuSerGlySerThrGlyGluLys3345335033553360GlnPheIleSerValSerGluSerThrArgThrAlaProThrSerSer336533703375GluAspTyrLeuArgLeuLysArgArgCysThrThrSerLeuIleLys33803

3853390GluGlnGluSerSerGlnAlaSerThrGluGluCysGluLysAsnLys339534003405GlnAspThrIleThrThrLysLysTyrIle34103415(2) INFORMATION FOR SEQ ID NO:3:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 32 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) 

HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "(NH2) at nucleotide 1"(xi) SEQUENCE DESCRIPTION: SEQ ID NO:3:GTAGTGCAAGGCTCGAGAACNNNNNNNNNNNN32(2) INFORMATION FOR SEQ 

ID NO:4:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 30 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) 

NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "(NH2) at nucleotide 1"(xi) SEQUENCE DESCRIPTION: SEQ ID NO:4:TGAGTAGAATTCTAACGGCCGTCATTGTTC30(2) INFORMATION FOR SEQ ID NO:5:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 30 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 29..30(D) OTHER INFORMATION: /note= "(NH2) at nucleotide 30"(xi) SEQUENCE 

DESCRIPTION: SEQ ID NO:5:GAACAATGACGGCCGTTAGAATTCTACTCA30(2) INFORMATION FOR SEQ ID NO:6:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 25 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) 

HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:6:TCAGTAGAATTCTAACGGCCGTCAT25(2) INFORMATION FOR SEQ ID NO:7:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) 

TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "(PO4) at nucleotide 1"(xi) SEQUENCE 

DESCRIPTION: SEQ ID NO:7:GTAGTGCAAGGCTCGAGAAC20(2) INFORMATION FOR SEQ ID NO:8:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 27 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) 

ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "(PO4) at nucleotide 1"(xi) SEQUENCE DESCRIPTION: SEQ ID NO:8:TGAGTAGAATTCTAACGGCCGTCATTG27(2) INFORMATION FOR SEQ ID NO:9:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 33 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) 

LOCATION: 32..33(D) OTHER INFORMATION: /note= "(NH2) at nucleotide 33"(xi) SEQUENCE DESCRIPTION: SEQ ID NO:9:CCTTCACACGCGTATCGATTAGTCACNNNNNNN33(2) INFORMATION FOR SEQ ID NO:10:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 29 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: 

linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "(PO4) at nucleotide 1"(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:10:GTGACTAATCGATACGCGTGTGAAGGTGC29(2) INFORMATION FOR SEQ ID NO:11:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 25 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homos sapiens(ix) FEATURE:(A) NAME/KEY: misc-- feature(B) LOCATION: 1..2(D) OTHER INFORMATION: /note= "Biotinylated at nucleotide1"(xi) SEQUENCE DESCRIPTION: SEQ ID NO:11:TTGAAGAACAACAGGACTTTCACTA25(2) INFORMATION FOR SEQ ID NO:12:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:12:CACCTTCACACGCGTATCG19(2) INFORMATION FOR SEQ ID NO:13:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 27 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) 

ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:13:GTTCGTAATTGTTGTTTTTATGTTCAG27(2) INFORMATION FOR SEQ ID NO:14:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other 

nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:14:CCTTCACACGCGTATCGATTAG22(2) INFORMATION FOR SEQ ID NO:15:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: 

nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:15:TTTGGATCATTTTCACACTGTC22(2) INFORMATION FOR 

SEQ ID NO:16:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE 



DESCRIPTION: SEQ ID NO:16:GTGCTCATAGTCAGAAATGAAG22(2) INFORMATION FOR SEQ ID NO:17:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL 

SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:17:TCTTCCCATCCTCACAGTAAG21(2) INFORMATION FOR SEQ ID NO:18:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) 

HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:18:GTACTGGGTTTTTAGCAAGCA21(2) INFORMATION FOR SEQ ID NO:19:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) 

TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:19:GGTTAAAACTAAGGTGGGA19(2) INFORMATION FOR SEQ ID NO:20:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) 

TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:20:ATTTGCCCAGCATGACACA19(2) INFORMATION FOR SEQ ID NO:21:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:21:TTTCCCAGTATAGAGGAGA19(2) 

INFORMATION FOR SEQ ID NO:22:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: 

SEQ ID NO:22:GTAGGAAAATGTTTCATTTAA21(2) INFORMATION FOR SEQ ID NO:23:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) 

ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:23:ATCTAAAGTAGTATTCCAACA21(2) INFORMATION FOR SEQ ID NO:24:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: 

NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:24:GGGGGTAAAAAAAGGGGAA19(2) INFORMATION FOR SEQ ID NO:25:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:25:GAGATAAGTCAGGTATGATT20(2) INFORMATION FOR SEQ ID NO:26:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:26:AATTGCCTGTATGAGGCAGA20(2) INFORMATION FOR SEQ ID NO:27:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:27:GGCAATTCAGTAAACGTTAA20(2) INFORMATION FOR SEQ 

ID NO:28:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:28:ATTGTCAGTTACTAACACAC20(2) INFORMATION FOR SEQ ID NO:29:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo 

sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:29:GTGTCATGTAATCAAATAGT20(2) INFORMATION FOR SEQ ID NO:30:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: 

NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:30:CAGGTTTAGAGACTTTCTC19(2) INFORMATION FOR SEQ ID NO:31:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA 

(genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:31:GGACCTAGGTTGATTGCA18(2) INFORMATION FOR SEQ ID NO:32:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) 

TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:32:GTCAAGAAAGGTAAGGTAA19(2) INFORMATION FOR SEQ ID NO:33:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) 

TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:33:CTATGAGAAAGGTTGTGAG19(2) INFORMATION FOR SEQ ID NO:34:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:34:CCTAGTCTTGCTAGTTCTT19(2) 

INFORMATION FOR SEQ ID NO:35:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: homo sapiens(xi) SEQUENCE DESCRIPTION: 

SEQ ID NO:35:AACAGTTGTAGATACCTCTGAA22(2) INFORMATION FOR SEQ ID NO:36:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) 

ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:36:GACTTTTTGATACCCTGAAATG22(2) INFORMATION FOR SEQ ID NO:37:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: 

NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:37:CAGCATCTTGAATCTCATACAG22(2) INFORMATION FOR SEQ ID NO:38:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 23 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:38:CATGTATACAGATGATGCCTAAG23(2) INFORMATION FOR SEQ ID NO:39:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 24 base pairs(B) TYPE: nucleic 

acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:39:AACTTAGTGAAAAATATTTAGTGA24(2) INFORMATION FOR SEQ ID NO:40:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:40:ATACATCTTGATTCTTTTCCAT22(2) 

INFORMATION FOR SEQ ID NO:41:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: 

SEQ ID NO:41:TTTAGTGAATGTGATTGATGGT22(2) INFORMATION FOR SEQ ID NO:42:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) 

ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:42:AGAACCAACTTTGTCCTTAA20(2) INFORMATION FOR SEQ ID NO:43:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: 

NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:43:TTAGATTTGTGTTTTGGTTGAA22(2) INFORMATION FOR SEQ ID NO:44:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:44:TAGCTCTTTTGGGACAATTC20(2) INFORMATION FOR SEQ ID NO:45:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:45:ATGGAAAAGAATCAAGATGTAT22(2) INFORMATION FOR SEQ ID NO:46:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:46:CCTAATGTTATGTTCAGAGAG21(2) 

INFORMATION FOR SEQ ID NO:47:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: 

SEQ ID NO:47:GCTACCTCCAAAACTGTGA19(2) INFORMATION FOR SEQ ID NO:48:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:48:GTGTAAAGCAGCATATAAAAAT22(2) INFORMATION FOR SEQ ID NO:49:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:49:CTTGCTGCTGTCTACCTG18(2) INFORMATION FOR SEQ ID NO:50:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: 



DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:50:AGTGGTCTTAAGATAGTCAT20(2) INFORMATION FOR SEQ ID NO:51:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:51:CCATAATTTAACACCTAGCCA21(2) INFORMATION FOR SEQ ID NO:52:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base 

pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:52:CCAAAAAAGTTAAATCTGACA21(2) INFORMATION FOR SEQ ID NO:53:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:53:GGCTTTTATTCTGCTCATGGC21(2) INFORMATION FOR SEQ ID NO:54:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:54:CCTCTGCAGAAGTTTCCTCAC21(2) INFORMATION FOR SEQ ID NO:55:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:55:AACGGACTTGCTATTTACTGA21(2) INFORMATION FOR SEQ ID NO:56:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: 

DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:56:AGTACCTTGCTCTTTTTCATC21(2) INFORMATION FOR SEQ ID NO:57:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:57:CAGCTAGCGGGAAAAAAGTTA21(2) INFORMATION FOR SEQ ID NO:58:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 

base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:58:TTCGGAGAGATGATTTTTGTC21(2) INFORMATION FOR SEQ ID NO:59:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:59:GCCTTAGCTTTTTACACAA19(2) INFORMATION FOR SEQ ID NO:60:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo 

sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:60:TTTTTGATTATATCTCGTTG20(2) INFORMATION FOR SEQ ID NO:61:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: 

NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:61:TTATTCTCGTTGTTTTCCTTA21(2) INFORMATION FOR SEQ ID NO:62:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA 

(genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:62:CCATTAAATTGTCCATATCTA21(2) INFORMATION FOR SEQ ID NO:63:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:63:GACGTAGGTGAATAGTGAAGA21(2) INFORMATION FOR SEQ ID NO:64:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 

base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:64:TCAAATTCCTCTAACACTCC20(2) INFORMATION FOR SEQ ID NO:65:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:65:GAAGATAGTACCAAGCAAGTC21(2) INFORMATION FOR SEQ ID NO:66:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:66:TGAGACTTTGGTTCCTAATAC21(2) INFORMATION FOR SEQ ID NO:67:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:67:AGTAACGAACATTCAGACCAG21(2) INFORMATION FOR SEQ ID NO:68:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE 

TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:68:GTCTTCACTATTCACCTACG20(2) INFORMATION FOR SEQ ID NO:69:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:69:CCCCCAAACTGACTACACAA20(2) INFORMATION FOR SEQ ID NO:70:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:70:AGCATACCAAGTCTACTGAAT21(2) INFORMATION FOR SEQ 

ID NO:71:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:71:ACTCTTTCAAACATTAGGTCA21(2) INFORMATION FOR SEQ ID NO:72:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:72:TTGGAGAGGCAGGTGGAT18(2) INFORMATION FOR SEQ ID NO:73:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:73:CTATAGAGGGAGAACAGAT19(2) INFORMATION FOR SEQ ID NO:74:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: 

DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:74:TTTATGCTGATTTCTGTTGTAT22(2) INFORMATION FOR SEQ ID NO:75:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:75:ATAAAACGGGAAGTGTTAACT21(2) INFORMATION FOR SEQ ID NO:76:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base 

pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:76:CTGTGAGTTATTTGGTGCAT20(2) INFORMATION FOR SEQ ID NO:77:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:77:GAATACAAAACAGTTACCAGA21(2) INFORMATION FOR SEQ ID NO:78:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:78:CACCACCAAAGGGGGAAA18(2) INFORMATION FOR SEQ ID NO:79:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:79:AAATGAGGGTCTGCAACAAA20(2) INFORMATION FOR SEQ ID NO:80:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: 

DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:80:GTCCGACCAGAACTTGAG18(2) INFORMATION FOR SEQ ID NO:81:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:81:AGCCATTTGTAGGATACTAG20(2) INFORMATION FOR SEQ ID NO:82:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 17 base 

pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:82:CTACTAGACGGGCGGAG17(2) INFORMATION FOR SEQ ID NO:83:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 



NO:83:ATGTTTTTGTAGTGAAGATTCT22(2) INFORMATION FOR SEQ ID NO:84:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:84:TAGTTCGAGAGACAGTTAAG20(2) INFORMATION FOR SEQ ID NO:85:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:85:CAGTTTTGGTTTGTTATAATTG22(2) INFORMATION FOR SEQ ID NO:86:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE 

TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:86:CAGAGAATAGTTGTAGTTGTT21(2) INFORMATION FOR SEQ ID NO:87:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:87:AACCTTAACCCATACTGCC19(2) INFORMATION FOR SEQ ID NO:88:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:88:TTCAGTATCATCCTATGTGG20(2) INFORMATION FOR SEQ 

ID NO:89:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:89:TTTTATTCTCAGTTATTCAGTG22(2) INFORMATION FOR SEQ ID NO:90:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:90:GAAATTGAGCATCCTTAGTAA21(2) INFORMATION FOR SEQ ID NO:91:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:91:AATTCTAGAGTCACACTTCC20(2) INFORMATION FOR SEQ ID NO:92:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: 

DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:92:ATATTTTTAAGGCAGTTCTAGA22(2) INFORMATION FOR SEQ ID NO:93:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: 

single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:93:TTACACACACCAAAAAAGTCA21(2) INFORMATION FOR SEQ ID NO:94:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base 

pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:94:TGAAAACTCTTATGATATCTGT22(2) INFORMATION FOR SEQ ID NO:95:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 23 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:95:TGAATGTTATATATGTGACTTTT23(2) INFORMATION FOR SEQ ID NO:96:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:96:CTTGTTGCTATTCTTTGTCTA21(2) INFORMATION FOR SEQ ID NO:97:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:97:CCCTAGATACTAAAAAATAAAG22(2) INFORMATION FOR SEQ ID NO:98:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE 

TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:98:CTTTTAGCAGTTATATAGTTTC22(2) INFORMATION FOR SEQ ID NO:99:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:99:GCCAGAGAGTCTAAAACAG19(2) INFORMATION FOR SEQ ID NO:100:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:100:CTTTGGGTGTTTTATGCTTG20(2) INFORMATION FOR SEQ 

ID NO:101:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:101:TTTGTTGTATTTGTCCTGTTTA22(2) INFORMATION FOR SEQ ID NO:102:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 23 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:102:ATTTTGTTAGTAAGGTCATTTTT23(2) INFORMATION FOR SEQ ID NO:103:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) 

ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:103:GTTCTGATTGCTTTTTATTCC21(2) INFORMATION FOR SEQ ID NO:104:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:104:ATCACTTCTTCCATTGCATC20(2) INFORMATION FOR SEQ ID NO:105:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) 

STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:105:CCGTGGCTGGTAAATCTG18(2) INFORMATION FOR SEQ ID NO:106:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:106:CTGGTAGCTCCAACTAATC19(2) INFORMATION FOR SEQ 

ID NO:107:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:107:ACCGGTACAAACCTTTCATTG21(2) INFORMATION FOR SEQ ID NO:108:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 24 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:108:CTATTTTGATTTGCTTTTATTATT24(2) INFORMATION FOR SEQ ID NO:109:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) 

ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:109:GCTATTTCCTTGATACTGGAC21(2) INFORMATION FOR SEQ ID NO:110:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:110:TTGGAAACATAAATATGTGGG21(2) INFORMATION FOR SEQ ID NO:111:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic 

acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:111:ACTTACAGGAGCCACATAAC20(2) INFORMATION FOR SEQ ID NO:112:(i) SEQUENCE 

CHARACTERISTICS:(A) LENGTH: 23 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:112:CTACATTAATTATGATAGGCTCG23(2) INFORMATION FOR SEQ ID NO:113:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: 

Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:113:GTACTAATGTGTGGTTTGAAA21(2) INFORMATION FOR SEQ ID NO:114:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 22 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: DNA (genomic)(iii) HYPOTHETICAL: NO(iv) ANTI-

SENSE: NO(vi) ORIGINAL SOURCE:(A) ORGANISM: Homo sapiens(xi) SEQUENCE DESCRIPTION: SEQ ID NO:114:TCAATGCAAGTTCTTCGTCAGC22(2) INFORMATION FOR SEQ ID NO:115:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE 

TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(xi) SEQUENCE DESCRIPTION: SEQ ID NO:115:GGGAAGCTTCATAAGTCAGTC21(2) INFORMATION FOR SEQ ID NO:116:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 23 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) 

TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: YES(xi) SEQUENCE DESCRIPTION: SEQ ID NO:116:TTTGTAATGAAGCATCTGATACC23(2) INFORMATION FOR SEQ ID NO:117:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: 



nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(xi) SEQUENCE DESCRIPTION: SEQ ID NO:117:AATGATGAATGTAGCACGC19(2) INFORMATION FOR SEQ ID NO:118:(i) SEQUENCE CHARACTERISTICS:(A) 

LENGTH: 18 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: YES(xi) SEQUENCE DESCRIPTION: SEQ ID NO:118:GTCTGAATGTTCGTTACT18(2) INFORMATION FOR SEQ ID NO:119:(i) 

SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(xi) SEQUENCE DESCRIPTION: SEQ ID NO:119:ACCATCAAACACATCATCC19(2) 

INFORMATION FOR SEQ ID NO:120:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: YES(xi) SEQUENCE DESCRIPTION: SEQ ID 

NO:120:AGAAAGTAACTTGGAGGGAG20(2) INFORMATION FOR SEQ ID NO:121:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(xi) 

SEQUENCE DESCRIPTION: SEQ ID NO:121:CTCCTGAAACTGTTCCCTTGG21(2) INFORMATION FOR SEQ ID NO:122:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 21 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) 

HYPOTHETICAL: NO(iv) ANTI-SENSE: YES(xi) SEQUENCE DESCRIPTION: SEQ ID NO:122:TAATGGTGCTGGGATATTTGG21(2) INFORMATION FOR SEQ ID NO:123:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 19 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) MOLECULE TYPE: other nucleic acid(A) 

DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: NO(xi) SEQUENCE DESCRIPTION: SEQ ID NO:123:GAATGTCGAAGAGCTTGTC19(2) INFORMATION FOR SEQ ID NO:124:(i) SEQUENCE CHARACTERISTICS:(A) LENGTH: 20 base pairs(B) TYPE: nucleic acid(C) STRANDEDNESS: single(D) TOPOLOGY: linear(ii) 

MOLECULE TYPE: other nucleic acid(A) DESCRIPTION: /desc = "Primer"(iii) HYPOTHETICAL: NO(iv) ANTI-SENSE: YES(xi) SEQUENCE DESCRIPTION: SEQ ID NO:124:AAACATACGCTTAGCCAGAC20__________________________________________________________________________ 
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