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(57) ABSTRACT 
The present invention provides the enzyme and enzymatic 
procedures for cleaving the B Secretase cleavage Site of the 
APP protein and associated nucleic acids, peptides, Vectors, 
cells and cell isolates and assayS. The invention further 
provides a modified APP protein and associated nucleic 
acids, peptides, vectors, cells, and cell isolates, and assays 
that are particularly useful for identifying candidate thera 
peutics for treatment or prevention of Alzheimer's disease. 
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TCCACAAATGCGCTGGTGATCGGTGCCACGGTGATGGAGGGCTTCTACGTCATCTTCGAC 
S T N A I, W I G A T W M E G F Y v I F D 

AGAGCCCAGAAGAGGGGGGCTCGCAGCGAGCCCCGTGCAGAAAIGCAGGTGCTGCA 
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FIGURE (2) 

R A Q K R V G F A A S P C A E I A G A A 

GTGTCTGAAATTTCCGGGCCTTTCCAACAGAGGATGTAGCCAGCAACTGTGTCCCCGC 
V S E I S. G. P. F. S. T E D V. A S N C W P A 

CAGTCTITGAGCGAGCCCATIGTGGATTGTGTCCTAIGCGCTCATGAGCGTCTGGGA 
Q S L S E P I L W I V S Y A. L. M S V C G 

GCCATCCICCTTGICITAATCGTCCTGCTGCTGCTGCCGTTCCGGTGTCAGCGTCGCCCC 
A I L. L. W. L. I. V. L. L. L. L. P. F. R C Q R. R. P 

CGTGACCCTGAGGTCGTCAATGATGAGICCTCTCTGGTCAGACATCGCTGGAAATGAATA 
R D P E V V N D E S S L W R H R W K. 

GCCAGGCCTGACCTCAAGOAACCATGAACTCAGCTATAAGAAAACACATTCCAGGGC 
AGCAGCCGGGATCGATGGTGGCGCTITCTCCTGTGCCCACCCGTCTTCAATCTCTGTTCT 
GCTCCCAGATGCCTTCTAGATTCACTGTCTTTTGATTCTTGATTITCAAGCTTTCAAATC 
CTCCCTACTCCAAGAAAAATAATTAAAAAAAAAACTTCATTCAAACCAAAAAAAAAAA 
AAAA 
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FIGURE 2 (2) 

Y L R P V E D W A T S Q D D C Y K F A I 

TCACAGTCATCCACGGGCACTGTTATGGGAGCTGTTATCATGGAGGGCTTCTACGTTGTC 
S Q S S T G T V M G A v I M E G F Y V V 

TTTGATCGGGCCCGAAAACGAATTGGCTTTGCTGTCAGCGCTGCCATGTGCACGATGAG 
F D R A R K R G F A W S A. C. H. W. H. D. E. 

TTCAGGACGGCAGCGGTGGAAGGCCCTTTTGTCACCTTGGACATGGAAGACTGTGGCTAC 
F. R T A A. W. E. G. P. F W T L D M E D C G Y 

AACATTCCACAGACAGATGAGTCAACCCTCATGACCATAGCCTATGTCATGGCTGCCATC 
N I P Q T D E S T L M T I A Y V M A A I 

TGCGCCCTCTTCATGCTGCCACTCTGCCTCATGGTGTGTCAGTGGCGCTGCCTCCGCTGC 
C A. L. F M L P L C L M W C Q W R C L R C 

CTGCGCCAGCAGCATGATGACTTTGCTGATGACATCTCCCTGCTGAAGTGAGGAGGCCCA 
L. R O O. H. D. D F A D D I S. L. L. K. 

TGGGCAGAAGATAGAGATTCCCCTGGACCACACCTCCGTGGTTCACTTTGGTCACAAGTA 
GGAGACACAGATGGCACCTGTGGCCAGAGCACCTCAGGACCCTCCCCACCCACCAAATGC 
CTCTGCCTTGATGGAGAAGGAAAAGGCTGGCAAGGTGGGTTCCAGGGACTGTACCTGTAG 
GAAACAGAAAAGAGAAGAAAGAAGCACTCTGCTGGCGGGAATACTCTTGGTCACCTCAAA 
TTTAAGTCGGGAAATTCTGCTGCTTGAAACTTCAGCCCTGAACCTTTGTCCACCATTCCT 
TTAAATTCTCCAACCCAAAGTATTCTTCTTTTCTTAGTTTCAGAAGTACTGGCATCACAC 
GCAGGTTACCTTGGCGTGTGTCCCTGTGGTACCCTGGCAGAGAAGAGACCAAGCTTGTTT 
CCCTGCTGGCCAAAGTCAGTAGGAGAGGATGCACAGTTTGCTATTTGCTTTAGAGACAGG 
GACTGTATAAACAAGCCTAACATTGGTGCAAAGATTGCCTCTTGAAAAAAAAAAAAA 
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FIGURE 3 (1) 

ATGGCCCAAGCCCTGCCCTGGCTCCTGCTGTGGATGGGCGCGGGAGTGCTGCCTGCCCAC 
M A Q A L. P W L L L W M G A G W L P A H 

GGCACCCAGCACGGCATCCGGCTGCCCCTGCGCAGCGGCCTGGGGGGCGCCCCCCTGGGG 
G T Q H G I R L P L R S G L G G A P L G 

CTGCGGCTGCCCCGGGAGACCGACGAAGAGCCCGAGGAGCCCGGCCGGAGGGGCAGCTTT 
L. R. L. P R. E. T. D. E. E. P E E P G R. R. G. S F 

GTGGAGATGGTGGACAACCTGAGGGGCAAGTCGGGGCAGGGCTACTACGTGGAGATGACC 
v E M W D N L R G K S G Q G Y Y V E M T 

GTGGGCAGCCCCCCGCAGACGCTCAACATCCTGGTGGATACAGGCAGCAGTAACTTTGCA 
V G S P P Q T L N I L V D T G S S N F A 

GTGGGTGCTGCCCCCCACCCCTTCCTGCATCGCTACTACCAGAGGCAGCTGTCCAGCACA 
W. G A A P H P F L H R Y Y Q R Q L S S T 

TACCGGGACCTCCGGAAGGGTGTGTATGTGCCCTACACCCAGGGCAAGTGGGAAGGGGAG 
Y R D L R K G V Y V P Y T Q G K W E G E 

CTGGGCACCGACCTGGTAAGCATCCCCCATGGCCCCAACGTCACTGTGCGTGCCAACATT 
L G T D L V S I P H G P N W T W R A N 

GCTGCCATCACTGAATCAGACAAGTTCTTCATCAACGGCTCCAACTGGGAAGGCATCCTG 
A. A. I. T E S D K F F N G S N W. E. G. I. L. 

GGGCTGGCCTATGCTGAGATTGCCAGGCCTGACGACTCCCTGGAGCCTTTCTTTGACTCT 
G. L. A. Y. A E I A R P D D S L E P F F D S 

CTGGTAAAGCAGACCCACGTTCCCAACCTCTTCTCCCTGCAGCTTTGTGGTGCTGGCTTC 
L V K Q T H W P N L. F S L Q L C G A G F 

CCCCTCAACCAGTCTGAAGTGCTGGCCTCTGTCGGAGGGAGCATGATCATTGGAGGTATC 
P L N Q S E W L A S W G G S M I I G G I 

GACCACTCGCTGTACACAGGCAGTCTCTGGTATACACCCATCCGGCGGGAGTGGTATTAT 
D H S L Y T G S L W Y T P I R. R. E. W. Y Y 

GAGGTCATCATTGTGCGGGTGGAGATCAATGGACAGGATCTGAAAATGGACTGCAAGGAG 
E V I I W R V E I N G Q D L K M D C K E 

TACAACTATGACAAGAGCATTGTGGACAGTGGCACCACCAACCTTCGTTTGCCCAAGAAA 
Y N Y D K S I W D S G T T. N. L. R. L. P. K. K. 

GTGTTTGAAGCTGCAGTCAAATCCATCAAGGCAGCCTCCTCCACGGAGAAGTTCCCTGAT 
V F E A A V K S K A A S S T E K F P D 
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FIGURE 3 (2) 

GGTTTCTGGCTAGGAGAGCAGCTGGTGTGCTGGCAAGCAGGCACCACCCCTTGGAACATT 
G F W L G E Q L V C W Q A G T T P W N I 

TTCCCAGTCATCTCACTCTACCTAATGGGTGAGGTTACCAACCAGTCCTTCCGCATCACC 
F P W I S L Y L. M G E W T N Q S F. R. I. T 

ATCCTTCCGCAGCAATACCTGCGGCCAGTGGAAGATGTGGCCACGTCCCAAGACGACTGT 
I L. P. Q Q Y L R P V E D V A T S Q D D C 

TACAAGTTTGCCATCTCACAGTCATCCACGGGCACTGTTATGGGAGCTGTTATCATGGAG 
Y K F A L S O S S T G T W M G A V I. M. E 

GGCTTCTACGTTGTCTTTGATCGGGCCCGAAAACGAATTGGCTTTGCTGTCAGCGCTIGC 
G F Y W W F D R A R K R I G F A W S A C 

CATGGCACGATGAGTTCAGGACGGCAGCGGTGGAAGGCCCTTTTGTCACCTTGGACATG 
H. W. H. D. E. F. R T A A V E G P F W T L D M 

GAAGACTGTGGCTACAACATTCCACAGACAGATGAGTCAACCCTCATGACCATAGCCTAT 
E D C G Y N I P C T D E S T L M T I A Y 

GTCATGGCTGCCATCTGCGCCCTCTTCATGCTGCCACTCTGCCTCATGGTGTGTCAGTGG 
W M A. A. I. C. A. L. F M L P L C L M W C Q W 

CGCTGCCTCCGCTGCCTGCGCCAGCAGCATGATGACTTTGCTGATGACATCTCCCTGCTG 
R C L R C L R O Q H D D F A D D I S. L. L. 

AAGTGAGGAGGCCCATGGGCAGAAGATAGAGATTCCCCTGGACCACACCTCCGTGGTTCA 
K 

CTTTGGTCACAAGTAGGAGACACAGATGGCACCTGTGGCCAGAGCACCTCAGGACCCTCC 
CCACCCACCAAATGCCTCTGCCTTGATGGAGAAGGAAAAGGCTGGCAAGGTGGGTTCCAG 
GGACTGTACCTGTAGGAAACAGAAAAGAGAAGAAAGAAGCACTCTGCTGGCGGGAATACT 
CTTGGTCACCTCAAATTTAAGTCGGGAAATTCTGCTGCTTGAAACTTCAGCCCTGAACCT 
TTGTCCACCATTCCTTTAAATTCTCCAACCCAAAGTATTCTTCTTTTCTTAGTTTCAGAA 
GTACTGGCATCACACGCAGGTTACCTTGGCGTGTGTCCCTGTGGTACCCTGGCAGAGAAG 
AGACCAAGCTTGTTTCCCTGCTGGCCAAAGTCAGTAGGAGAGGATGCACAGTTTGCTATT 
TGCTTTAGAGACAGGGACTGTATAAACAAGCCTAACATTGGTGCAAAGATTGCCTCTTGA 
ATTAAAAAAAAAAAAAAAAAAAAAAAAAAA 
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TGGCGTCATACTCAGGCTACCCGGCATGTGTCCCTGTGGTACCCTGGCAGAGAAAGGGCC 
AATCTCATTCCCTGCTGGCCAAAGTCAGCAGAAGAAGGTGAAGTTTGCCAGTTGCTTAG 
TGATAGGGACTGCAGACTCAAGCCTACACTGGTACAAAGACTGCGTCGAGAAAACAA 
GAA 
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FIGURE 6 (2) 

R P V E D W A T S Q D D C Y K F A S Q 

TCATCCACGGGCACTGTTATGGGAGCTGTTATCATGGAGGGCTTCTACGTTGTCTTTGAT 
S S T G T V M G A V E M E G F Y V V F D 

CGGGCCCGAAAACGAATTGGCTTTGCTGTCAGCGCTTGCCATGTGCACGATGAGTTCAGG 
R A R K R G F A W S A. C. H. W. H. D. E. F. R 

ACGGCAGCGGTGGAAGGCCCTTGT CACCTTGGACAGGAAGACTGTGGCTACAACATT 
T A A V E G P E W T L D M E D C G Y N I 

CCACAGACAGATGAGTCATGA 
P Q T D E S + 
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FIGURE 7 (2) 

CAGTCCTTCCGCAT CACCATCCTTCCGCAGCAATACCTGCGGCCAGTGGAAGATGTGGCC 
Q S F R I T I I, P Q Q Y L R P V E D V A 

ACGTCCCAAGACGACTGTTACAAGTTTGCCATCTCACAGTCATCCACGGGCACTGTATG 
T S Q D D C Y K F A S Q S S T G T V M 

GGAGCTGTTATCATGGAGGGCTTCTACGTTGTCTTTGATCGGGCCCGAAAACGAATTGGC 
G A V M E G F Y V V F D R A R K R G 

TTTGCTGTCAGCGCTTGCCATGTGCACGATGAGTTCAGGACGGCAGCGGTGGAAGGCCCT 
F A V S A. C. H. W. H. D. E. F. R T A A V E G P 

TTTGT CACCTTGGACATGGAAGACTGTGGCTACAACATTCCACAGACAGATGAGTCATGA 
F W T L D M E D C G Y N I P Q T D E S k 
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FIGURE 8 (2) 

TACAAGTTTGCCATCT CACAGTCATCCACGGGCACTGTTATGGGAGCTGTTATCATGGAG 
Y K F A I is Q S S T G T V M G A v I M E - 

GGCTTCTACGTTGTCTTTGATCGGGCCCGAAAACGAATTGGCTTTGCTGTCAGCGCTTGC 
G F Y V V F D R A R K R I G F A W S A C -- 

CATTAG 
H se 
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FIGURE 9 
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FIGURE LO 
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FIGURE 

MAOALPWLLLWMGAGVLPAHGTOHGIRLPLRSGLGGAPLGLRLPRETDEE 
PEEPGRRGSFVEMVDNLRGKSGOGYYVEMTVGSPPOTLNILVDTGSSNFA 
VGAAPHPFLHRYYQRQLSSTYRDLRKGVYVPYTOGKWEGELGTDLVSIPH 
GPNWTWRANIAATESDKFFINGSNWEGILGLAYAEIARPDDSLEPFFDS 
LVKQTHVPNLFSLQLCGAGFPLNQSEVLASVGGSMIIGGIDHSLYTGSLW 
YTPIRREWYYEVIIVRVEINGODLKMDCKEYNYDKSIVDSGTTNLRLPKK 
VFEAAVKSIKAASSTEKFPDGFWLGEQLVCWOAGTTPWNIFPVISLYLMG 
EVTNQSFRITILPQQYLRPVEDVATSQDDCYKFAISQSSTGTVMGAVIME 
GFYV VFDRARKRIGFAVSACHVHDEFRTAAVEGPFVTLDMEDCGYNIPQT 
DES 
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FIGURE 2 

MAOALPWLLLWMGAGVLPAHGTOHGIRLPLRSGLGGAPLGLRLPRETDEE 
PEEPGRRGSFVEMVDNLRGKSGOGYY VEMTVGSPPOTLNILVDTGSSNFA 
VGAAPHPFLHRYYOROLSSTYRDLRKGVYWPYTOGKWEGELGTDLVSIPH 
GPNVTVRANCAAITESDKFFINGSNWEGILGAYAEIARPDDSLEPFFDS 
LVKQTHVPNLFSLQLCGAGFPLNQSEWLASWGGSMIIGGIDHSLYTGSLW 
YTPIRREWYYEVIIVRVEINGQDLKMDCKEYNYDKSIVDSGTTNLRLPKK 
WFEAAVKSIKAASSTEKFPDGFWLGEQLWCWOAGTTPWNIFPVISLYLMG 
EVTNOSFRITILPOOYLRPVEDVATSODDCYKFAISOSSTGTVMGAVIME 
GFYVVFDRARKRIGFAVSACHVHDEFRTAAVEGPFWTLDMEDCGYNIPOT 
DESHHHHHH 
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ALZHEIMER'S DISEASE SECRETASE, APP 
SUBSTRATES THEREFOR, AND USES THEREFOR 
0001. The present application is a continuation of U.S. 
patent application Ser. No. 09/416,901, filed Oct. 13, 1999, 
which claims priority benefit of U.S. Provisional Patent 
Application No. 60/155.493, filed Sep. 23, 1999; and which 
also claims priority benefit as a continuation-in-part of U.S. 
patent application Ser. No. 09/404,133 and PCT/US99/ 
20881, both filed Sep. 23, 1999, both of which in turn claim 
priority benefit of U.S. Provisional Patent Application No. 
60/101,594, filed Sep. 24, 1998. All of these priority appli 
cations are hereby incorporated by reference in their entirety. 

FIELD OF THE INVENTION 

0002 The present invention relates to Alzheimer's Dis 
ease, amyloid protein precursor, amyloid beta peptide, and 
human aspartyl proteases, as well as a method for the 
identification of agents that modulate the activity of these 
polypeptides and thereby are candidates to modulate the 
progression of Alzheimer's disease. 

BACKGROUND OF THE INVENTION 

0003) Alzheimer's disease (AD) causes progressive 
dementia with consequent formation of amyloid plaques, 
neurofibrillary tangles, gliosis and neuronal loSS. The dis 
ease occurs in both genetic and Sporadic forms whose 
clinical course and pathological features are quite Similar. 
Three genes have been discovered to date which, when 
mutated, cause an autosomal dominant form of Alzheimer's 
disease. These encode the amyloid protein precursor (APP) 
and two related proteins, presenilin-1 (PS1) and presenilin-2 
(PS2), which, as their names Suggest, are structurally and 
functionally related. Mutations in any of the three proteins 
have been observed to enhance proteolytic processing of 
APP via an intracellular pathway that produces amyloid beta 
peptide (AB peptide, or Sometimes here as Abeta), a 40-42 
amino acid long peptide that is the primary component of 
amyloid plaque in AD. 
0004. Dysregulation of intracellular pathways for pro 
teolytic processing may be central to the pathophysiology of 
AD. In the case of plaque formation, mutations in APP, PS1 
or PS2 consistently alter the proteolytic processing of APP 
So as to enhance formation of AB 1-42, a form of the AB 
peptide which seems to be particularly amyloidogenic, and 
thus very important in AD. Different forms of APP range in 
size from 695-770 amino acids, localize to the cell Surface, 
and have a single C-terminal transmembrane domain. 
Examples of specific isotypes of APP which are currently 
known to exist in humans are the 695-amino acid polypep 
tide described by Kang et al. (1987), Nature 325: 733–736 
which is designated as the “normal” APP; the 751 amino 
acid polypeptide described by Ponte et al. (1988), Nature 
331: 525-527 (1988) and Tanzi et al. (1988), Nature 331: 
528-530; and the 770 amino acid polypeptide described by 
Kitaguchi et al. (1988), Nature 331: 530-532. The Abeta 
peptide is derived from a region of APP adjacent to and 
containing a portion of the transmembrane domain. Nor 
mally, processing of APP at the C-Secretase Site cleaves the 
midregion of the AB Sequence adjacent to the membrane and 
releases the Soluble, extracellular domain of APP from the 
cell Surface. This C-Secretase APP processing creates Soluble 
APP-O, which is normal and not thought to contribute to 
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AD. Pathological processing of APP at the B- and YSecretase 
sites, which are located N-terminal and C-terminal to the 
C-Secretase site, respectively, produces a very different 
result than processing at the C. Site. Sequential processing at 
the 3- and Y-Secretase Sites releases the AB peptide, a peptide 
possibly very important in AD pathogenesis. Processing at 
the 3-andy-Secretase Sites can occur in both the endoplasmic 
reticulum (in neurons) and in the endoSomal/lysosomal 
pathway after reintemalization of cell surface APP (in all 
cells). Despite intense efforts, for 10 years or more, to 
identify the enzymes responsible for processing APP at the 
B and Y sites, to produce the AB peptide, those proteases 
remained unknown until this disclosure. 

SUMMARY OF THE INVENTION 

0005. Here, for the first time, we report the identification 
and characterization of the B Secretase enzyme, termed 
Aspartyl Protease 2 (Asp2). We disclose some known and 
Some novel human aspartic proteases that can act as B-Secre 
tase proteases and, for the first time, we explain the role 
these proteases have in AD. We describe regions in the 
proteases critical for their unique function and for the first 
time characterize their Substrate. This is the first description 
of expressed isolated purified active protein of this type, 
assays that use the protein, in addition to the identification 
and creation of useful cell lines and inhibitors. 

0006. Here we disclose a number of variants of the Asp2 
gene and peptide. 
0007. In one aspect, the invention provides any isolated 
or purified nucleic acid polynucleotide that codes for a 
protease capable of cleaving the beta (B) Secretase cleavage 
site of APP that contains two or more sets of special nucleic 
acids, where the Special nucleic acids are separated by 
nucleic acids that code for about 100 to 300 amino acid 
positions, where the amino acids in those positions may be 
any amino acids, where the first Set of Special nucleic acids 
consists of the nucleic acids that code for the peptide DTG, 
where the first nucleic acid of the first Special Set of nucleic 
acids is the first Special nucleic acid, and where the Second 
set of nucleic acids code for either the peptide DSG or DTG, 
where the last nucleic acid of the Second Set of nucleic acids 
is the last Special nucleic acid, with the proviso that the 
nucleic acids disclosed in SEO ID NO. 1 and SEO ID NO. 
3 are not included. In a preferred embodiment, the two sets 
of Special nucleic acids are separated by nucleic acids that 
code for about 125 to 222 amino acid positions, which may 
be any amino acids. In a highly preferred embodiment, the 
two Sets of Special nucleic acids are Separated by nucleic 
acids that code for about 150 to 196, or 150-190, or 150 to 
172 amino acid positions, which may be any amino acids. In 
a particular preferred embodiment, the two sets are separated 
by nucleic acids that code for about 172 amino acid posi 
tions, which may be any amino acids. An exemplary nucleic 
acid polynucleotide comprises the acid nucleotide Sequence 
in SEQ ID NO. 5. In another particular preferred embodi 
ment, the two Sets are separated by nucleic acids that code 
for about 196 amino acids. An exemplary polynucleotide 
comprises the nucleotide sequence in SEQ ID NO. 5. In 
another particular embodiment, the two Sets of nucleotides 
are separated by nucleic acids that code for about 190 amino 
acids. An exemplary polynucleotide comprises the nucle 
otide sequence in SEQID NO. 1. Preferably, the first nucleic 
acid of the first Special Set of amino acids, that is, the first 
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Special nucleic acid, is operably linked to any codon where 
the nucleic acids of that codon codes for any peptide 
comprising from 1 to 10,000 amino acid (positions). In one 
variation, the first Special nucleic acid is operably linked to 
nucleic acid polymers that code for any peptide Selected 
from the group consisting of any reporter proteins or 
proteins which facilitate purification. For example, the first 
Special nucleic acid is operably linked to nucleic acid 
polymers that code for any peptide Selected from the group 
consisting of immunoglobin-heavy chain, maltose binding 
protein, glutathione S transferase, Green Fluorescent pro 
tein, and ubiquitin. In another variation, the last nucleic acid 
of the Second Set of Special amino acids, that is, the last 
Special nucleic acid, is operably linked to nucleic acid 
polymers that code for any peptide comprising any amino 
acids from 1 to 10,000 amino acids. Instill another variation, 
the last Special nucleic acid is operably linked to nucleic acid 
polymers that code for any peptide Selected from the group 
consisting of any reporter proteins or proteins which facili 
tate purification. For example, the last Special nucleic acid is 
operably linked to nucleic acid polymers that code for any 
peptide Selected from the group consisting of immunoglo 
bin-heavy chain, maltose binding protein, glutathione S 
transferase, Green Fluorescent protein, and ubiquitin. 
0008. In a related aspect, the invention provides any 
isolated or purified nucleic acid polynucleotide that codes 
for a protease capable of cleaving the beta Secretase cleavage 
site of APP that contains two or more sets of special nucleic 
acids, where the Special nucleic acids are separated by 
nucleic acids that code for about 100 to 300 amino acid 
positions, where the amino acids in those positions may be 
any amino acids, where the first Set of Special nucleic acids 
consists of the nucleic acids that code for DTG, where the 
first nucleic acid of the first Special Set of nucleic acids is the 
first Special nucleic acid, and where the Second Set of nucleic 
acids code for either DSG or DTG, where the last nucleic 
acid of the Second Set of Special nucleic acids is the last 
Special nucleic acid, where the first Special nucleic acid is 
operably linked to nucleic acids that code for any number of 
amino acids from Zero to 81 amino acids and where each of 
those codons may code for any amino acid. In a preferred 
embodiment, the first Special nucleic acid is operably linked 
to nucleic acids that code for any number of from 64 to 77 
amino acids where each codon may code for any amino acid. 
In a particular embodiment, the first Special nucleic acid is 
operably linked to nucleic acids that code for 71 amino 
acids. For example, the first Special nucleic acid is operably 
linked to 71 amino acids and where the first of those 71 
amino acids is the amino acid T. In a preferred embodiment, 
the polynucleotide comprises a Sequence that is at least 95% 
identical to a human Asp1 or Asp2 Sequence as taught 
herein. In another preferred embodiment, the first Special 
nucleic acid is operably linked to nucleic acids that code for 
any number of from 30 to 54 amino acids, or 35 to 47 amino 
acids, or 40 to 54 amino acids where each codon may code 
for any amino acid. In a particular embodiment, the first 
Special nucleic acid is operably linked to nucleic acids that 
code for 47 amino acids. For example, the first Special 
nucleic acid is operably linked to 47 codons where the first 
those 47 amino acids is the amino acid E. 

0009. In another related aspect, the invention provides for 
any isolated or purified nucleic acid polynucleotide that 
codes for a protease capable of cleaving the beta (B) Secre 
tase cleavage Site of APP and that contains two or more Sets 
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of Special nucleic acids, where the Special nucleic acids are 
separated by nucleic acids that code for about 100 to 300 
amino acid positions, where the amino acids in those posi 
tions may be any amino acids, where the first Set of Special 
nucleic acids consists of the nucleic acids that code for the 
peptide DTG, where the first nucleic acid of the first special 
Set of amino acids is, the first Special nucleic acid, and where 
the Second set of Special nucleic acids code for either the 
peptide DSG or DTG, where the last nucleic acid of the 
Second Set of Special nucleic acids, the last Special nucleic 
acid, is operably linked to nucleic acids that code for any 
number of codons from 50 to 170 codons. In a preferred 
embodiment, the last Special nucleic acid is operably linked 
to nucleic acids comprising from 100 to 170 codons. In a 
highly preferred embodiment, the last Special nucleic acid is 
operably linked to nucleic acids comprising from 142 to 163 
codons. In a particular embodiment, the last Special nucleic 
acid is operably linked to nucleic acids comprising about 
142 codons, or about 163 codons, or about 170 codons. In 
a highly preferred embodiment, the polynucleotide com 
prises a Sequence that is at least 95% identical to aspartyl 
protease encoding Sequences taught herein. In one variation, 
the Second Set of Special nucleic acids code for the peptide 
DSG. In another variation, the first set of nucleic acid 
polynucleotide is operably linked to a peptide purification 
tag. For example, the nucleic acid polynucleotide is operably 
linked to a peptide purification tag which is six histidine. In 
Still another variation, the first Set of special nucleic acids are 
on one polynucleotide and the Second set of Special nucleic 
acids are on a Second polynucleotide, where both first and 
Second polynucleotides have at lease 50 codons. In one 
embodiment of this type, both of the polynucleotides are in 
the same Solution. In a related aspect, the invention provides 
a vector which contains a polynucleotide as described 
above, or a cell or cell line which is transformed or trans 
fected with a polynucleotide as described above or with a 
vector containing Such a polynucleotide. 

0010. In still another aspect, the invention provides an 
isolated or purified peptide or protein comprising an amino 
acid polymer that is a protease capable of cleaving the beta 
(B) Secretase cleavage site of APP that contains two or more 
Sets of Special amino acids, where the Special amino acids 
are separated by about 100 to 300 amino acid positions, 
where each amino acid position can be any amino acid, 
where the first Set of Special amino acids consists of the 
peptide DTG, where the first amino acid of the first special 
Set of amino acids is, the first Special amino acid, where the 
Second Set of amino acids is Selected from the peptide 
comprising either DSG or DTG, where the last amino acid 
of the Second Set of Special amino acids is the last Special 
amino acid, with the proviso that the proteases disclosed in 
SEO ID NO. 2 and SEO ID NO. 4 are not included. In 
preferred embodiments, the two sets of amino acids are 
Separated by about 125 to 222 amino acid positions or about 
150 to 196 amino acids, or about 150-190 amino acids, or 
about 150 to 172 amino acids, where in each position it may 
be any amino acid. In a particular embodiment, the two Sets 
of amino acids are separated by about 172 amino acids. For 
example, the protease has the amino acid Sequence described 
in SEQID NO 6. In another particular embodiment, the two 
Sets of amino acids are separated by about 196 amino acids. 
For example, the two sets of amino acids are separated by 
the same amino acid Sequences that Separate the same Set of 
special amino acids in SEQ ID NO 4. In another particular 
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embodiment, the two Sets of nucleotides are separated by 
about 190 amino acids. For example, the two sets of nucle 
otides are Separated by the same amino acid Sequences that 
separate the same set of special amino acids in SEQ ID NO 
2. In one embodiment, the first amino acid of the first Special 
Set of amino acids, that is, the first Special amino acid, is 
operably linked to any peptide comprising from 1 to 10,000 
amino acids. In another embodiment, the first Special amino 
acid is operably linked to any peptide Selected from the 
group consisting of: any reporter proteins or proteins which 
facilitate purification. In particular embodiments, the first 
Special amino acid is operably linked to any peptide Selected 
from the group consisting of immunoglobin-heavy chain, 
maltose binding protein, glutathione S transferase, Green 
Fluorescent protein, and ubiquitin. In Still another variation, 
the last amino acid of the Second Set of Special amino acids, 
that is, the last Special amino acid, is operably linked to any 
peptide comprising any amino acids from 1 to 10,000 amino 
acids. By way of nonlimiting example, the last Special amino 
acid is operably linked any peptide Selected from the group 
consisting of any reporter proteins or proteins which facili 
tate purification. In particular embodiments, the last Special 
amino acid is operably linked to any peptide Selected from 
the group consisting of immunoglobin-heavy chain, mal 
tose binding protein, glutathione S transferase, Green Fluo 
rescent protein, and ubiquitin. 
0011. In a related aspect, the invention provides any 
isolated or purified peptide or protein comprising an amino 
acid polypeptide that codes for a protease capable of cleav 
ing the beta Secretase cleavage site of APP that contains two 
or more Sets of Special amino acids, where the Special amino 
acids are separated by about 100 to 300 amino acid posi 
tions, where each amino acid in each position can be any 
amino acid, where the first Set of Special amino acids 
consists of the amino acids DTG, where the first amino acid 
of the first Special Set of amino acids is, the first Special 
amino acid, D, and where the Second Set of amino acids is 
either DSG or DTG, where the last amino acid of the second 
Set of Special amino acids is the last Special amino acid, G, 
where the first Special amino acid is operably linked to 
amino acids that code for any number of amino acids from 
Zero to 81 amino acid positions where in each position it 
may be any amino acid. In a preferred embodiment, the first 
Special amino acid is operably linked to a peptide from about 
30-77 or about 64 to 77 amino acids positions where each 
amino acid position may be any amino acid. In a particular 
embodiment, the first Special amino acid is operably linked 
to a peptide 35, 47, 71, or 77 amino acids. In a very 
particular embodiment, the first special amino acid is oper 
ably linked to 71 amino acids and the first of those 71 amino 
acids is the amino acid T. For example, the polypeptide 
comprises a Sequence that is at least 95% identical to an 
aspartyl protease Sequence as described herein. In another 
embodiment, the first Special amino acid is operably linked 
to any number of from 40 to 54 amino acids (positions) 
where each amino acid position may be any amino acid. In 
a particular embodiment, the first Special amino acid is 
operably linked to amino acids that code for a peptide of 47 
amino acids. In a very particular embodiment, the first 
Special amino acid is operably linked to a 47 amino acid 
peptide where the first those 47 amino acids is the amino 
acid E. In another particular embodiment, the first Special 
amino acid is operably linked to the same corresponding 
peptides from SEQ ID NO. 3 that are 35, 47, 71, or 77 

Mar. 28, 2002 

peptides in length, beginning counting with the amino acids 
on the first special sequence, DTG, towards the N-terminal 
of SEQ ID NO. 3. In another particular embodiment, the 
polypeptide comprises a Sequence that is at least 95% 
identical to the same corresponding amino acids in SEQ ID 
NO. 4, that is, identical to that portion of the Sequences in 
SEQ ID NO. 4, including all the sequences from both the 
first and or the Second Special nucleic acids, toward the - 
terminal, through and including 71, 47, 35 amino acids 
before the first Special amino acids. For example, the com 
plete polypeptide comprises the peptide of 71 amino acids, 
where the first of the amino acid is T and the second is Q. 
0012. In still another related aspect, the invention pro 
vides any isolated or purified amino acid polypeptide that is 
a protease capable of cleaving the beta (B) Secretase cleav 
age Site of APP that contains two or more Sets of Special 
amino acids, where the Special amino acids are Separated by 
about 100 to 300 amino acid positions, where each amino 
acid in each position can be any amino acid, where the first 
Set of Special amino acids consists of the amino acids that 
code for DTG, where the first amino acid of the first special 
Set of amino acids is, the first Special amino acid, D, and 
where the second set of amino acids are either DSG or DTG, 
where the last amino acid of the Second Set of Special amino 
acids is the last Special amino acid, G, which is operably 
linked to any number of amino acids from 50 to 170 amino 
acids, which may be any amino acids. In preferred embodi 
ments, the last Special amino acid is operably linked to a 
peptide of about 100 to 170 amino acids or about 142-163 
amino acids. In particular embodiments, the last Special 
amino acid is operably linked to a peptide of about 142 
amino acids, or about 163 amino acids, or about 170 amino 
acids. For example, the polypeptide comprises a Sequence 
that is at least 95% identical (and preferably 100% identical) 
to an aspartyl protease Sequence as described herein. In one 
particular embodiment, the Second Set of Special amino acids 
is comprised of the peptide with the amino acid Sequence 
DSG. Optionally, the amino acid polypeptide is operably 
linked to a peptide purification tag, Such as purification tag 
which is six histidine. In one variation, the first Set of Special 
amino acids are on one polypeptide and the Second Set of 
Special amino acids are on a Second polypeptide, where both 
first and Second polypeptide have at lease 50 amino acids, 
which may be any amino acids. In one embodiment of this 
type, both of the polypeptides are in the same vessel. The 
invention further includes a process of making any of the 
polynucleotides, vectors, or cells described herein; and a 
process of making any of the polypeptides described herein. 
0013 In yet another related aspect, the invention pro 
vides a purified polynucleotide comprising a nucleotide 
Sequence that encodes a polypeptide having aspartyl pro 
tease activity, wherein the polypeptide has an amino acid 
Sequence characterized by: (a) a first tripeptide sequence 
DTG; (b) a Second tripeptide sequence Selected from the 
group consisting of DSG and DTG; and (c) about 100 to 300 
amino acids Separating the first and Second tripeptide 
Sequences, wherein the polypeptide cleaves the beta Secre 
tase cleavage Site of amyloid protein precursor. In one 
embodiment, the polypeptide comprises an amino-acid 
sequence depicted in SEQID NO: 2 or 4, whereas in another 
embodiment, the polypeptide comprises an amino acid 
Sequence other than the amino acid Sequences Set forth in 
SEQ ID NOS: 2 and 4. Similarly, the invention provides a 
purified polynucleotide comprising a nucleotide Sequence 
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that encodes a polypeptide that cleaves the beta Secretase 
cleavage Site of amyloid protein precursor; wherein the 
polynucleotide includes a Strand that hybridizes to one or 
more of SEQ ID NOs: 3, 5, and 7 under the following 
hybridization conditions: hybridization overnight at 42 C. 
for 2.5 hours in 6 X SSC/0.1% SDS, followed by washing 
in 1.0xSSC at 65° C., 0.1% SDS. In one embodiment, the 
polypeptide comprises an amino acid Sequence depicted in 
SEO ID NO: 2 or 4, whereas in another embodiment, the 
polypeptide comprises an amino acid Sequence other than 
the amino acid sequences set forth in SEQ ID NOS: 2 and 4. 
Likewise, the invention provides a purified polypeptide 
having aspartyl protease activity, wherein the polypeptide is 
encoded by polynucleotides as described in the preceding 
Sentences. The invention also provides a vector or host cell 
comprising Such polynucleotides, and a method of making 
the polypeptides using the vectors or host cells to recombi 
nantly express the polypeptide. 
0.014. In yet another aspect, the invention provides an 
isolated nucleic acid molecule comprising a polynucleotide, 
Said polynucleotide encoding a Hu-Asp polypeptide and 
having a nucleotide Sequence at least 95% identical to a 
Sequence Selected from the group consisting of: 

0015 (a) a nucleotide sequence encoding a Hu-Asp 
polypeptide Selected from the group consisting of 
Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b), wherein 
said Hu-Asp 1, Hu-Asp2(a) and Hu-Asp2(b) 
polypeptides have the complete amino acid Sequence 
of SEQ ID NO. 2, SEQ ID NO. 4, and SEQ ID NO. 
6, respectively; and 

0016 (b) a nucleotide sequence complementary to 
the nucleotide Sequence of (a). 

0017 Several species are particularly contemplated. For 
example, the invention provides a nucleic acid and molecule 
wherein Said Hu-Asp polypeptide is Hu-ASp1, and Said 
polynucleotide molecule of 1(a) comprises the nucleotide 
sequence of SEQ ID NO. 1; and a nucleic acid molecule 
wherein said Hu-Asp polypeptide is Hu-Asp2(a), and said 
polynucleotide molecule of 1 (a) comprises the nucleotide 
sequence of SEQ ID NO. 4; and a nucleic acid molecule 
wherein said Hu-Asp polypeptide is Hu-Asp2(b), and said 
polynucleotide molecule of la) comprises the nucleotide 
sequence of SEQID NO. 5. In addition to the foregoing, the 
invention provides an isolated nucleic acid molecule com 
prising polynucleotide which hybridizes under Stringent 
conditions to a polynucleotide having the nucleotide 
Sequence in (a) or (b) as described above. 
0.018. Additionally, the invention provides a vector com 
prising a nucleic acid molecule as described in the preceding 
paragraph. In a preferred embodiment, the nucleic acid 
molecule is operably linked to a promoter for the expression 
of a Hu-Asp polypeptide. Individual vectors which encode 
Hu-Asp1, and Hu-Asp2(a), and Hu-Asp2(b) are all contem 
plated. Likewise, the invention contemplates a host cell 
comprising any of the foregoing vectors, as well as a method 
of obtaining a Hu-Asp polypeptide comprising culturing 
Such a host cell and isolating the Hu-Asp polypeptide. Host 
cells of the invention include bacterial cells, Such as E. coli, 
and eukaryotic cells. Among the eukaryotic cells that are 
contemplated are insect cells, Such as Sf9 or High 5 cells, and 
mammalian cells, Such as human, rodent, lagomorph, and 
primate. Preferred human cells include HEK293, and IMR 
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32 cells. Other preferred mammalian cells include COS-7, 
CHO-K1, Neuro-2A, and 3T3 cells. Also among the eukary 
otic cells that are contemplated are a yeast cell and an avian 
cell. 

0019. In a related aspect, the invention provides an iso 
lated Hu-Asp1 polypeptide comprising an amino acid 
Sequence at least 95% identical to a sequence comprising the 
amino acid sequence of SEQ ID NO. 2. The invention also 
provides an isolated Hu-Asp2(a) polypeptide comprising an 
amino acid Sequence at least 95% identical to a Sequence 
comprising the amino acid sequence of SEQ ID NO. 4. The 
invention also provides an isolated Hu-Asp2(a) polypeptide 
comprising an amino acid Sequence at least 95% identical to 
a Sequence comprising the amino acid Sequence of SEQ ID 
NO. 8. 

0020. In still another aspect, the invention provides an 
isolated antibody that binds Specifically to any Hu-ASp 
polypeptide described herein, especially the polypeptide 
described in the preceding paragraphs. 
0021. The invention also provides several assays involv 
ing aspartyl protease enzymes of the invention. For example, 
the invention provides 

0022 a method to identify a cell that can be used to 
Screen for inhibitors of B Secretase activity compris 
ing: 

0023 (a) identifying a cell that expresses a pro 
tease capable of cleaving APP at the B Secretase 
Site, comprising: 

0024 i) collect the cells or the Supernatant from 
the cells to be identified 

0025 ii) measure the production of a critical 
peptide, where the critical peptide is Selected 
from the group consisting of either the APP 
C-terminal peptide or soluble APP, 

0026 iii) select the cells which produce the 
critical peptide. 

0027. In one variation, the cells are collected and the 
critical peptide is the APP C-terminal peptide created as a 
result of the Secretase cleavage. In another variation, the 
Supernatant is collected and the critical peptide is Soluble 
APP, where the soluble APP has a C-terminus created by B 
Secretase cleavage. In preferred embodiments, the cells 
contain any of the nucleic acids or polypeptides described 
above and the cells are shown to cleave the B Secretase Site 
of any peptide having the following peptide Structure, P2, 
P1, P1, P2, where P2 is K or N, where P1 is M or L, where 
P1" is D, where P2 is A. The method of claim 111 where P2 
is K and P1 is M. The method of claim 112 where P2 is N 
and P1 is L. 

0028. In still another aspect, the invention provides novel 
isoforms of amyloid protein precursor (APP) where the last 
two carboxy terminus amino acids of that isoform are both 
lysine residues. In this context, the term “isoform' is defined 
as any APP polypeptide, including APP variants (including 
mutations), and APP fragments that exists in humans, Such 
as those described in U.S. Pat. No. 5,766,846, col 7, lines 
45-67, incorporated into this document by reference, modi 
fied as described herein by the inclusion of two C-terminal 
lysine residues. For example, the invention provides a 
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polypeptide comprising the isoform known as APP695, 
modified to include two lysine residues as its last two 
carboxy terminus amino acids. An exemplary polypeptide 
comprises the amino acid sequence set forth in SEQID NO. 
16. The invention further includes APP isoform variants as 
Set forth in SEO ID NOS. 18 and 20. The invention further 
includes all polynucleotides that encode an APP protein that 
has been modified to include two C-terminal lysines; as well 
has any eukaryotic cell line comprising Such nucleic acids or 
polypeptides. Preferred cell lines include a mammalian cell 
line (e.g., HEK293, Neuro2a). 
0029. Thus, in one embodiment, the invention provides a 
polypeptide comprising the amino acid Sequence of a mam 
malian amyloid protein precursor (APP) or fragment thereof 
containing an APP cleavage Site recognizable by a mamma 
lian B-Secretase, and further comprising two lysine residues 
at the carboxyl terminus of the amino acid Sequence of the 
mammalian APP or APP fragment. As taught herein in detail, 
the addition of two additional lysine residues to APP 
Sequences has been found to greatly increase AB processing 
of the APP in APP processing assays. Thus, the di-lysine 
modified APP reagents of the invention are particularly 
useful in assays to identify modulators of AB production, for 
use in designing therapeutics for the treatment or prevention 
of Alzheimer's disease. In one embodiment, the polypeptide 
comprises the complete amino acid Sequence of a mamma 
lian amyloid protein precursor (APP), and further comprises 
the two lysine residues at the carboxyl terminus of the amino 
acid Sequence of the mammalian amyloid protein precursor. 
In an alternative embodiment, the polypeptide comprises 
only a fragment of the APP, the fragment containing at least 
that portion of APP that is cleaved by a mammalian B-secre 
tase in the formation of AB peptides. 
0030 The practice of assays that monitor cleavage of 
APP can be facilitated by attaching a marker to a portion of 
the APP. Measurment of retained or liberated marker can be 
used to quantitate the amount of APP cleavage that occurs in 
the assay, e.g., in the presence or absence of a putative 
modulator of cleavage activity. Thus, in one preferred 
embodiment, the polypeptide of the invention further 
includes a marker. For example, the marker comprises a 
reporter protein amino acid Sequence attached to the APP 
amino acid Sequence. Exemplary reporter proteins include a 
fluorescing protein (e.g., green fluorescing proteins, 
luciferase) or an enzyme that is used to cleave a Substrate to 
produce a calorimetric cleavage product. Also contemplated 
are tag Sequences which are commonly used as epitopes for 
quantitative immunoassayS. 

0031. In a preferred embodiment, the di-lysine-modified 
APP of the invention is a human APP. For example, human 
APP isoforms such as APP695, APP751, and APP770, 
modified to include the two lysines, are contemplated. In a 
preferred embodiment, the APP isoform comprises at least 
one variation Selected from the group consisting of a Swed 
ish KM->NL mutation and a London V717-F mutation, or 
any other mutation that has been observed in a Subpopula 
tion that is particularly prone to development of Alzheimer's 
disease. These mutations are recognized as mutations that 
influence APP processing into AP. In a highly preferred 
embodiment, the APP protein or fragment thereof comprises 
the APP-SW B-secretase peptide sequence NLDA (SEQ ID 
NO: 66), which is associated with increased levels of AB 
processing and therefore is particularly useful in assays 
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relating to Alzheimer's research. More particularly, the APP 
protein or fragment thereof preferably comprises the APP 
Sw B-secretase peptide sequence SEVNLDAEFR (SEQ ID 
NO: 63). 
0032. In one preferred embodiment, the APP protein or 
fragment thereof further includes an APP transmembrane 
domain carboxy-terminal to the APP-SW B-secretase peptide 
sequence. Polypeptides that include the TM domain are 
particularly useful in cell-based APP processing assays. In 
contrast, embodiments lacking the TM domain are useful in 
cell-free assays of APP processing. 

0033. In addition to working with APP from humans and 
various animal models, researchers in the field of Alzhe 
imer's also have construct chimeric APP polypeptides which 
include stretches of amino acids from APP of one species 
(e.g., humans) fused to streches of APP from one or more 
other species (e.g., rodent). Thus, in another embodiment of 
the polypeptide of the invention, the APP protein or frag 
ment thereof comprises a chimeric APP, the chimeric APP 
including partial APP amino acid Sequences from at least 
two species. A chimeric APP that includes amino acid 
sequence of a human APP and a rodent APP is particularly 
contemplated. 

0034. In a related aspect, the invention provides a poly 
nucleotide comprising a nucleotide Sequence that encodes a 
polypeptide as described in the preceding paragraphs. Such 
a polynucleotide is useful for recominant expression of the 
polypeptide of the invention for use in APP processing 
assays. In addition, the polynucleotide is useful for trans 
forming into cells to produce recombinant cells that express 
the polypeptide of the invention, which cells are useful in 
cell-based assays to identify modulators of APP processing. 
Thus, in addition to polynucleotides, the invention provides 
a vector comprising Such polynucleotides, especially expres 
Sion vectors where the polynucleotide is operably linked to 
a promoter to promote expression of the polypeptide 
encoded by the polynucleotide in a host cell. The invention 
further provides a host cell transformed or transfected with 
a polynucleotide according to claim 14 or a vector according 
to claim 15 or 16. Among the preferred host cells are 
mammalian cells, especially human cells. 

0035) In another, related embodiment, the invention pro 
vides a polypeptide useful for assaying for modulators of 
B-Secretase activity, Said polypeptide comprising an amino 
acid sequence of the formula NH2-X-Y-Z-KK 
COOH, wherein X, Y, and Z each comprise an amino acid 
Sequence of at least one amino acid; wherein-NH2-X 
comprises an amino-terminal amino acid Sequence having at 
least one amino acid residue, wherein Y comprises an amino 
acid Sequence of a B-Secretase recognition Site of a mam 
malian amyloid protein precursor (APP); and wherein 
Z-KK-COOH comprises a carboxy-terminal amino acid 
Sequence ending in two lysine (K) residues. In one preferred 
variation, the carboxyl-terminal amino acid Sequence Z. 
includes a hyrdrophobic domain that is a transmembrane 
domain in host cells that express the polypeptide. Host cells 
that express Such a polypeptide are particularly useful in 
assays described herein for identifying modulators of APP 
processing. In another preferred variation, the amino-termi 
nal amino acid Sequence X includes an amino acid Sequence 
of a reporter or marker protein, as described above. In Still 
another preferred variation, the B-Secretase recognition Site 
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Y comprises the human APP-Sw B-Secretase peptide 
sequence NLDA (SEQ ID NO: 66). It will be apparent that 
these preferred variations are not mutually exclusive of each 
other-they may be combined in a single polypeptide. The 
invention further provides a polynucleotide comprising a 
nucleotide Sequence that encodes Such polypeptides, vectors 
which comprise Such polynucleotides, and host cells which 
comprises Such vectors, polynucleotides, and/or polypep 
tides. 

0036). In yet another aspect, the invention provides a 
method for identifying inhibitors of an enzyme that cleaves 
the beta secretase cleavable site of APP comprising: 

0037 a) culturing cells in a culture medium under 
conditions in which the enzyme causes processing of 
APP and release of amyloid beta-peptide into the 
medium and causes the accumulation of CTF99 
fragments of APP in cell lysates, 

0038 b) exposing the cultured cells to a test com 
pound; and Specifically determining whether the test 
compound inhibits the function of the enzyme by 
measuring the amount of amyloid beta-peptide 
released into the medium and/or the amount of 
CTF99 fragments of APP in cell lysates; 

0039) c) identifying test compounds diminishing the 
amount of Soluble amyloid beta peptide present in 
the culture medium and diminution of CTF99 frag 
ments of APP in cell lysates as Asp2 inhibitors. In 
preferred embodiments, the cultured cells are a 
human, rodent or insect cell line. It is also preferred 
that the human or rodent cell line exhibits B Secretase 
activity in which processing of APP occurs with 
release of amyloid beta-peptide into the culture 
medium and accumulation of CTF99 in cell lysates. 
Among the contemplated test compounds are anti 
Sense oligomers directed against the enzyme that 
exhibits f Secretase activity, which oligomers reduce 
release of Soluble amyloid beta-peptide into the 
culture medium and accumulation of CTF99 in cell 
lysates. 

0040. In yet another aspect, the invention provides a 
method for the identification of an agent that decreases the 
activity of a Hu-Asp polypeptide Selected from the group 
consisting of Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b), the 
method comprising: 

0041) a) determining the activity of said Hu-Asp 
polypeptide in the presence of a test agent and in the 
absence of a test agent; and 

0042 b) comparing the activity of said Hu-Asp 
polypeptide determined in the presence of Said test 
agent to the-activity of Said Hu-Asp polypeptide 
determined in the absence of Said test agent, whereby 
a lower level of activity in the presence of Said test 
agent than in the absence of Said test agent indicates 
that Said test agent has decreased the activity of Said 
Hu-Asp polypeptide. 

0043. In a related aspect, the invention provides a method 
for assaying for modulators of B-Secretase activity, compris 
ing the Steps of 

0044 (a) contacting a first composition with a sec 
ond composition both in the presence and in the 
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absence of a putative modulator compound, wherein 
the first composition comprises a mammalian 
B-Secretase polypeptide or biologically active frag 
ment thereof, and wherein the Second composition 
comprises a Substrate polypeptide having an amino 
acid Sequence comprising a ?-Secretase cleavage 
site; (b) measuring cleavage of the Substrate 
polypeptide in the presence and in the absence of the 
putative modulator compound; and (c) identifying 
modulators of B-Secretase activity from a difference 
in cleavage in the presence verSuS in the absence of 
the putative modulator compound. A modulator that 
is a f-secretase antagonist (inhibitor) reduces Such 
cleavage, whereas a modulator that is a B-Secretase 
agonist increases Such cleavage. Since Such assays 
are relevant to development of Alzheimer's disease 
therapeutics for humans, it will be readily apparent 
that, in one preferred embodiment, the first compo 
Sition comprises a purified human Asp2 polypeptide. 
In one variation, the first composition comprises a 
Soluble fragment of a human Asp2 polypeptide that 
retains Asp2 B-Secretase activity. Several Such frag 
ments (including ATM fragments) are described 
herein in detail. Thus, in a particular embodiment, 
the Soluble fragment is a fragment lacking an Asp2 
transmembrane domain. 

004.5 The B-secretase cleavage site in APP is known, and 
it will be appreciated that the oassays of the invention can be 
performed with either intact APP or fragments or analogs of 
APP that retain the B-Secretase recognition and cleavage 
Site. Thus, in one variation, the Substrate polypeptide of the 
Second composition comprises the amino acid Sequence 
SEVNLDAEFR (SEQ ID NO: 63), which includes the 
B-Secretase recognition Site of human APP that contains the 
“Swiss' mutation. In another variation, the Substrate 
polypeptide of the Second composition comprises the amino 
acid sequence EVKMDAEF (SEQ ID NO: 67). In another 
variation, the Second composition comprises a polypeptide 
having an amino acid Sequence of a human amyloid pre 
cursor protein (APP). For example, the human amyloid 
precursor protein is Selected from the group consisting of: 
APP695, APP751, and APP770. Preferably, the human amy 
loid precursor protein (irrespective of isoform Selected) 
includes at least on mutation selected from a KM->NL 
Swiss mutation and a V-F London mutation. AS explained 
elsewhere, one preferred embodiment involves a variation 
wherein the polypeptide having an amino acid Sequence of 
a human APP further comprises an amino acid Sequence 
comprising a marker Sequence attached amino-terminal to 
the amino acid Sequence of the human amyloid precursor 
protein. Preferably, the polypeptide having an amino acid 
sequence of a human APP further comprises two lysine 
residues attached to the carboxyl terminus of the amino acid 
sequence of the human APP. The assays can be performed in 
a cell free Setting, using cell-free enzyme and cell-free 
Substrate, or can be performed in a cell-based assay wherein 
the Second composition comprises a eukaryotic cell that 
expresses amyloid precursor protein (APP) or a fragment 
thereof containing B-Secretase cleavage Site. Preferably, the 
APP expressed by the host cell is an APP variant that 
includes two carboxyl-terminal lysine residues. It will also 
be appreciated that the B-Secretase enzyme can be an 
enzyme that is expressed on the Surface of the same cells. 
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0046) The present invention provides isolated nucleic 
acid molecules comprising a polynucleotide that codes for a 
polypeptide Selected from the group consisting of human 
aspartyl proteases. In particular, human aspartyl protease 1 
(Hu-Asp1) and two alternative splice variants of human 
aspartyl protease-2 (Hu-Asp2), a “long (L) form designated 
herein as Hu-Asp2(a) and a “short” (S) form designated 
Hu-Asp2(b). As used herein, all references to “Hu-Asp” 
should be understood to refer to all of Hu-Asp1, 
Hu-Asp2(a), and Hu-Asp2(b). In addition, as used herein, all 
references to “Hu-Asp2” should be understood to refer to 
both Hu-Asp2(a) and Hu-Asp2(b). Hu-Asp1 is expressed 
most abundantly in pancreas and prostate tissues, while 
Hu-Asp2(a) and Hu-Asp2(b) are expressed most abundantly 
in pancreas and brain tissues. The invention also provides 
isolated Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b) polypep 
tides, as well as fragments thereof which exhibit aspartyl 
protease activity. 
0047. In a preferred embodiment, the nucleic acid mol 
ecules comprise a polynucleotide having a nucleotide 
Sequence Selected from the group consisting of residues 
1-1554 of SEQ ID NO. 1, encoding Hu-Asp1, residues 
1-1503 of SEQ ID NO. 3, encoding Hu-Asp2(a), and resi 
dues 1-1428 of SEQ ID NO. 5, encoding Hu-Asp2(b). In 
another aspect, the invention provides an isolated nucleic 
acid molecule comprising a polynucleotide which hybrid 
izes under Stringent conditions to a polynucleotide encoding 
Hu-Asp 1, Hu-Asp2(a), Hu-Asp-2(b), or fragments thereof 
European patent application EP 0 848 062 discloses a 
polypeptide referred to as "Asp 1,” that bears Substantial 
homology to Hu-Asp1, while international application WO 
98/22597 discloses a polypeptide referred to as “Asp 2,” that 
bears Substantial homology to Hu-Asp2(a). 
0.048. The present invention also provides vectors com 
prising the isolated nucleic acid molecules of the invention, 
host cells into which Such vectors have been introduced, and 
recombinant methods of obtaining a Hu-Asp1, Hu-Asp2(a), 
or Hu-Asp2(b) polypeptide comprising culturing the above 
described host cell and isolating the relevant polypeptide. 
0049. In another aspect, the invention provides isolated 
Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b) polypeptides, as 
well as fragments thereof. In a preferred embodiment, the 
Hu-Asp 1, Hu-Asp2(a), and Hu-Asp2(b) polypeptides have 
the amino acid sequence given in SEQ ID NO. 2, SEQ ID 
NO. 4, or SEQID NO. 6, respectively. The present invention 
also describes active forms of Hu-Asp2, methods for pre 
paring Such active forms, methods for preparing Soluble 
forms, methods for measuring Hu-Asp2 activity, and Sub 
Strates for Hu-Asp2 cleavage. The invention also describes 
antisense oligomers targeting the Hu-Asp1, Hu-Asp2(a) and 
Hu-Asp2(b) mRNA transcripts and the use of such antisense 
reagents to decrease Such mRNA and consequently the 
production of the corresponding polypeptide. Isolated anti 
bodies, both polyclonal and monoclonal, that binds Specifi 
cally to any of the Hu-Asp 1, Hu-Asp2(a), and Hu-Asp2(b) 
polypeptides of the invention are also provided. 
0050. The invention also provides a method for the 
identification of an agent that modulates the activity of any 
of Hu-Asp-1, Hu-Asp2(a), and Hu-Asp2(b). The inventions 
describes methods to test Such agents in cell-free assays to 
which Hu-Asp2 polypeptide is added, as well as methods to 
test Such agents in human or other mammalian cells in which 
Hu-Asp2 is present. 
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0051. Additional features and variations of the invention 
will be apparent to those skilled in the art from the entirety 
of this application, including the drawing and detailed 
description, and all Such features are intended as aspects of 
the invention. Likewise, features of the invention described 
herein can be re-combined into additional embodiments that 
are also intended as aspects of the invention, irrespective of 
whether the combination of features is specifically men 
tioned above as an aspect or embodiment of the invention. 
Also, only Such limitations which are described herein as 
critical to the invention should be viewed as Such; variations 
of the invention lacking limitations which have not been 
described herein as critical are intended as aspects of the 
invention. 

0052. In addition to the foregoing, the invention includes, 
as an additional aspect, all embodiments of the invention 
narrower in Scope in any way than the variations Specifically 
mentioned above. Although the applicant(s) invented the full 
Scope of the claims appended hereto, the claims appended 
hereto are not intended to encompass within their Scope the 
prior artwork of others. Therefore, in the event that statutory 
prior art within the Scope of a claim is brought to the 
attention of the applicants by a Patent Office or other entity 
or individual, the applicant(s) reserve the right to exercise 
amendment rights under applicable patent laws to redefine 
the Subject matter of Such a claim to Specifically exclude 
Such statutory prior art or obvious variations of Statutory 
prior art from the Scope of Such a claim. Variations of the 
invention defined by Such amended claims also are intended 
as aspects of the invention. 

BRIEF DESCRIPTION OF THE SEQUENCE 
LISTING 

0053 Sequence ID No. 1: Human Asp-1, nucleotide 
Sequence. 

0054 Sequence ID No. 2: Human Asp-1, predicted amino 
acid Sequence. 
0055 Sequence ID No. 3: Human Asp-2(a), nucleotide 
Sequence. 

0056 Sequence ID No. 4: Human Asp-2(a), predicted 
amino acid sequence. The Asp2(a) amino acid sequence 
includes a putative Signal peptide comprising residues 1 to 
21; and a putative pre-propeptide after the Signal peptide that 
extends through residue 45 (as assessed by processing 
observed of recombinant Asp2(a) in CHO cells), and a 
putative propeptide that may extend to at least about residue 
57, based on the observation of an observed GRRGS (SEQ 
ID NO: 68) sequence which has characteristics of a protease 
recognition sequence. The Asp2(a) further includes a trans 
membrane domain comprising residues 455-477, a cytoplas 
mic domain comprising residues 478-501, and a putative 
alpha-helical Spacer region, comprising residues 420-454, 
believed to be unnecessary for proteolytic activity, between 
the protease catalytic domain and the transmembrane 
domain. 

0057 Sequence ID No. 5: Human Asp-2(b), nucleotide 
Sequence. 

0.058 Sequence ID No. 6: Human Asp-2(b), predicted 
amino acid sequence. The Asp2(b) amino acid sequence 
includes a putative signal peptide, pre-propeptide, and 
propeptide as described above for Asp2(a). The Asp2(b) 
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further includes a transmembrane domain comprising resi 
dueS 430-452, a cytoplasmic domain comprising residues 
453-476, and a putative alpha-helical Spacer region, com 
prising residues 395-429, believed to be unnecessary for 
proteolytic activity, between the protease catalytic domain 
and the transmembrane domain. 

0059) Sequence ID No. 7: Murine Asp-2(a), nucleotide 
Sequence. 

0060 Sequence ID No. 8: Murine Asp-2(a), predicted 
amino acid Sequence. The proteolytic processing of murine 
Asp2(a) is believed to be analogous to the processing 
described above for human Asp2(a). In addition, a variant 
lacking amino acid residues 190-214 of SEQ ID NO: 8 is 
Specifically contemplated as a murine Asp2(b) polypeptide. 
0061 Sequence ID No. 9: Human APP695, nucleotide 
Sequence. 

0062 Sequence ID No. 10: Human APP695, predicted 
amino acid Sequence. 

0063 Sequence ID No. 11: Human APP695-Sw, nucle 
otide Sequence. 

0064 Sequence ID No. 12: Human APP695-Sw. pre 
dicted amino acid sequence. In the APP695 isoform, the Sw 
mutation is characterized by a KM->NL alteration at posi 
tions 595-596 (compared to-normal APP695). 
0065. Sequence ID No. 13: Human APP695-VF, nucle 
otide Sequence. 

0.066 Sequence ID No. 14: Human APP695-VF, pre 
dicted amino acid sequence. In the APP 695 isoform, the VF 
mutation is characterized by a V-F alteration at position 642 
(compared to normal APP 695). 
0067 Sequence ID No. 15: Human APP695-KK, nucle 
otide Sequence. 

0068 Sequence ID No. 16: Human APP695-KK, pre 
dicted amino acid sequence. (APP695 with two carboxy 
terminal lysine residues.) 
0069. Sequence ID No. 17: Human APP695-Sw-KK, 
nucleotide Sequence. 

0070 Sequence ID No. 18: Human APP695-Sw-KK, 
predicted amino acid Sequence 

0071 Sequence ID No. 19: Human APP695-VF-KK, 
nucleotide Sequence 

0072 Sequence ID No. 20: Human APP695-VF-KK, 
predicted amino acid Sequence 

0073) Sequence ID No. 21: 
2(a)ATM, nucleotide sequence 
0074 Sequence ID No. 22. 
2(a)ATM, amino acid sequence 

T7-Human-pro-Asp 

T7-Human-pro-Asp 

0075 Sequence ID No. 23: T7-Caspase-Human-pro 
Asp-2(a)ATM, nucleotide sequence 
0.076 Sequence ID No. 24: T7-Caspase-Human-pro 
Asp-2(a)ATM, amino acid Sequence 
0077 Sequence ID No. 25: Human-pro-Asp-2(a)ATM 
(low GC), nucleotide sequence 
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0078 Sequence ID No. 26: Human-pro-Asp-2(a)ATM, 
(low GC), amino acid Sequence 
0079 Sequence ID No. 27: T7-Caspase-Caspase 8 cleav 
age-Human-pro-Asp-2(a)ATM, nucleotide Sequence 
0080 Sequence ID No. 28: T7-Caspase-Caspase 8 cleav 
age-Human-pro-Asp-2(a)ATM, amino acid sequence 
0081) Sequence ID No. 29: Human Asp-2(a)ATM, nucle 
otide Sequence 
0082 Sequence ID No. 30: Human Asp-2(a)ATM, amino 
acid Sequence 
0.083 Sequence ID No. 31: Human Asp-2(a)ATM(His), 
nucleotide Sequence 
0084 Sequence ID No. 32: Human Asp-2(a)ATM(His), 
amino acid Sequence 
0085 Sequence ID Nos. 33-49-are short synthetic pep 
tide and oligonucleotide Sequences that are described below 
in the Detailed Description of the Invention. 
0086) Sequence ID No. 50: Human Asp2(b)ATM poly 
nucleotide Sequence. 
0.087 Sequence ID No. 51: Human Asp2(b)ATM 
polypeptide Sequence (exemplary variant of Human Asp2(b) 
lacking transmembrane and intracellular domains of 
Hu-Asp2(b) set forth in SEQ ID NO: 6. 
0088 Sequence ID No. 52: Human Asp2(b)ATM(His) 
polynucleotide Sequence. 

0089 Sequence ID No. 53: Human Asp2(b)ATM(His) 
polypeptide sequence (Human Asp2(b)ATM with six histi 
dine tag attached to C-tenninus) Sequence ID No. 54: 
Human APP770-encoding polynucleotide sequence. 
0090 Sequence ID No. 55: Human APP770 polypeptide 
sequence. To introduce the KM->NL Swedish mutation, 
residues KM at positions 670-71 are changed to NL. To 
introduce the VOF London mutation, the V residue at 
position 717 is changed to F. 
0091 Sequence ID No. 56: Human APP751 encoding 
polynucleotide Sequence. 
0092 Sequence ID No. 57: Human APP751 polypeptide 
sequence (Human APP751 isoform). 
0.093 Sequence ID No. 58: Human APP770-KK encod 
ing polynucleotide Sequence. 

0094 Sequence ID No. 59: Human APP770-KK 
polypeptide sequence. (Human APP770 isoform to which 
two C-terminal lysines have been added). 
0.095 Sequence ID No. 60: Human APP751-KK encod 
ing polynucleotide Sequence. 

0096) Sequence ID No. 61: Human APP75 1-KK 
polypeptide sequence (Human APP751 isoform to which 
two C-terrninal lysines have been added). 
0097. Sequence ID No. 62-65: Various short peptide 
Sequences described in detail in detailed description. 

BRIEF DESCRIPTION OF THE FIGURES 

0.098 FIG. 1: FIG. 1 shows the nucleotide (SEQID NO: 
1) and predicted amino acid sequence (SEQ ID NO: 2) of 
human Asp I. 
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0099 FIG. 2: FIG.2 shows the nucleotide (SEQ ID NO: 
3) and predicted amino acid sequence (SEQ ID NO: 4) of 
human Asp2(a). 

01.00 FIG.3: FIG.3 shows the nucleotide (SEQ ID NO: 
5) and predicted amino acid sequence (SEQ ID NO: 6) of 
human Asp2(b). The predicted transmembrane domain of 
Hu-Asp2(b) is enclosed in brackets. 

0101 FIG. 4: FIG. 4 shows the nucleotide (SEQ ID No. 
7) and predicted amino acid sequence (SEQ ID No. 8) of 
murine Asp2(a) 
0102 FIG. 5: FIG. 5 shows the BestFit alignment of the 
predicted amino acid sequences of Hu-Asp2(a) (SEQ ID 
NO: 4) and murine Asp2(a) (SEQ ID NO: 8). 
0103 FIG. 6: FIG. 6 shows the nucleotide (SEQ ID No. 
21) and predicted amino acid sequence (SEQ ID No. 22) of 
T7-Human-pro-Asp-2(a)ATM 

01.04 FIG. 7: FIG. 7 shows the nucleotide (SEQ ID No. 
23) and predicted amino acid sequence (SEQ ID No. 24) of 
T7-caspase-Human-pro-Asp-2(a)ATM 

01.05 FIG. 8: FIG. 8 shows the nucleotide (SEQ ID No. 
25) and predicted amino acid sequence (SEQ ID No. 26) of 
Human-pro-Asp-2(a)ATM (low GC) 

0106 FIG. 9: Western blot showing reduction of CTF99 
production by HEK125.3 cells transfected with antisense 
oligomers targeting the Hu-Asp2 mRNA. 

0107 FIG. 10: Western blot showing increase in CTF99 
production in mouse Neuro-2a cells cotransfected with 
APP-KK with and without Hu-Asp2 only in those cells 
cotransfected with Hu-Asp2. A further increase in CTF99 
production is seen in cells cotransfected with APP-Sw-KK 
with and without Hu-Asp2 only in those cells cotransfected 
with Hu-Asp2 

0108 FIG. 11: FIG. 11 shows the predicted amino acid 
sequence (SEQ ID No. 30) of Human-Asp2(a)ATM 
0109 FIG. 12: FIG. 11 shows the predicted amino acid 
sequence (SEQ ID No. 30) of Human-Asp2(a)ATM(His) 

DETAILED DESCRIPTION OF THE 
INVENTION 

0110. A few definitions used in this invention follow, 
most definitions to be used are those that would be used by 
one ordinarily skilled in the art. 
0111. The term “Bamyloid peptide” means any peptide 
resulting from beta secretase cleavage of APP. This includes 
peptides of 39,40,41, 42 and 43 amino acids, extending from 
the B-Secretase cleavage Site to 39, 40, 41, 42 and 43 amino 
acids C-terminal to the B-Secretase cleavage Site. Bamyloid 
peptide also includes sequences 1-6, SEQ ID NOS. 1-6 of 
U.S. Pat. No. 5,750,349, issued May 12, 1998 (incorporated 
into this document by reference). A f-secretase cleavage 
fragment disclosed here is called CTF-99, which extends 
from B-Secretase cleavage Site to the carboxy terminus of 
APP. 

0112) When an isoform of APP is discussed then what is 
meant is any APP polypeptide, including APP variants 
(including mutations), and APP fragments that exists in 
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humans Such as those described in U.S. Pat. No. 5,766,846, 
col 7, lines 45-67, incorporated into this document by 
reference. 

0113. The term “B-amyloid precursor protein’” (APP) as 
used herein is defined as a polypeptide that is encoded by a 
gene of the same name localized in humans on the long arm 
of chromosome 21 and that includes “BAP-here “B-amy 
loid protein’ See above, within its carboxyl third. APP is a 
glycosylated, Single-membrane Spanning protein expressed 
in a wide variety of cells in many mammalian tissues. 
Examples of specific isotypes of APP which are currently 
known to exist in humans are the 695 amino acid polypep 
tide described by Kang et al. (1987) Nature 325:733–736 
which is designated as the “normal” APP (SEQ ID NOs: 
9-10); the 751 amino acid polypeptide described by Ponte et 
al. (1988) Nature 331:525-527 (1988) and Tanzi et al. (1988) 
Nature 331:528-530 (SEQ ID NOs: 56-57); and the 770 
amino acid polypeptide described by Kitaguchiet. al. (1988) 
Nature 331:530-532 (SEQ ID NOs: 54-55). Examples of 
specific variants of APP include point mutation which can 
differ in both position and phenotype (for review of known 
variant mutation see Hardy (1992) Nature Genet. 1:233 
234). All references cited here incorporated by reference. 
The term “APP fragments” as used herein refers to frag 
ments of APP other than those which consist solely of BAP 
or BAP fragments. That is, APP fragments will include 
amino acid sequences of APP in addition to those which 
form intact AP or a fragment of BAP 

0114. When the term “any amino acid” is used, the amino 
acids referred to are to be selected from the following, three 
letter and Single letter abbreviations—which may also be 
used, are provided as follows: 
0115 Alanine, Ala, A, Arginine, Arg, R.; Asparagine, ASn, 
N; ASpartic acid, Asp, D, Cysteine, CyS, C, Glutamine, Gln, 
Q; Glutamic Acid, Glu, E, Glycine, Gly, G; Histidine, His, 
H; Isoleucine, Ile, I, Leucine, Leu, L., Lysine, LyS, K, 
Methionine, Met, M; Phenylalanine, Phe, F: Proline, Pro, P; 
Serine, Ser, S.; Threonine, Thr, T; Tryptophan, Trp, W.; 
Tyrosine, Tyr, Y; Valine, Val, V, ASpartic acid or Asparagine, 
ASX, B, Glutamic acid or Glutamine, Glx, Z, Any amino 
acid, Xaa, X. 

0116. The present invention describes a method to scan 
gene databases for the Simple active Site motif characteristic 
of aspartyl proteases. Eukaryotic aspartyl proteaseS Such as 
pepsin and renin possess a two-domain Structure which folds 
to bring two aspartyl residues into proximity within the 
active site. These are embedded in the short tripeptide motif 
DTG, or more rarely, DSG. Most aspartyl proteases occur as 
proenzyme whose N-terminus must be cleaved for activa 
tion. The DTG or DSG active site motif appears at about 
residue 65-70 in the proenzyme (prorenin, pepsinogen), but 
at about residue 25-30 in the active enzyme after cleavage of 
the N-terminal prodomain. The limited length of the active 
site motif makes it difficult to search collections of short, 
expressed sequence tags (EST) for novel aspartyl proteases. 
EST Sequences typically average 250 nucleotides or less, 
and so would encode 80-90 amino acid residues or less. That 
would be too short a sequence to span the two active site 
motifs. The preferred method is to Scan databases of hypo 
thetical or assembled protein coding Sequences. The present 
invention describes a computer method to identify candidate 
aspartyl proteases in protein Sequence databases. The 
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method was used to identify Seven candidate aspartyl pro 
tease Sequences in the Caenorhabditis elegans genome. 
These Sequences were then used to identify by homology 
Search Hu-Asp1 and two alternative splice variants of Hu 
Asp2, designated herein as Hu-Asp2(a) and Hu-Asp2(b). 
0117. In a major aspect of the invention disclosed here we 
provide new information about APP processing. Pathoge 
neic processing of the amyloid precursor protein (APP) via 
the AB pathway requires the Sequential action of two pro 
teaseS referred to as B-Secretase and Y-Secretase. Cleavage of 
APP by the B-secretase and Y-secretase generates the N-ter 
minus and C-terminus of the AB peptide, respectively. 
Because over production of the AB peptide, particularly the 
AB, has been implicated in the initiation of Alzheimer's 
disease, inhibitors of either the B-Secretase and/or the 
Y-Secretase have potential in the treatment of Alzheimer's 
disease. Despite the importance of the B-Secretase and 
Y-Secretase in the pathogenic processing of APP, molecular 
definition of these enzymes has not been accomplished to 
date. That is, it was not known what enzymes were required 
for cleavage at either the B-Secretase or the Y-Secretase 
cleavage Site. The Sites themselves were known because 
APP was known and the AB, peptide was known, See 
U.S. Pat. No. 5,766,846 and U.S. 5,837,672, (incorporated 
by reference, with the exception to reference to “soluble” 
peptides). But what enzyme was involved in producing the 
Af, peptide was unknown. 
0118 Alignment of the amino acid sequences of Hu 
Asp2 with other known aspartyl proteaseS reveals a similar 
domain organization. All of the Sequences contain a signal 
Sequence followed by a pro-Segment and the catalytic 
domain containing 2 copies of the aspartyl protease active 
site motif (DTG/DSG) separated by approximately 180 
amino acid residues. Comparison of the processing Site for 
proteolytic removal of the pro-Segment in the mature forms 
of pepsin A, pepsin C, cathepsin D, cathepsin E and renin 
reveals that the mature forms of these enzymes contain 
between 31-35 amino acid residues upstream of the first 
DTG motif. Inspection of this region in the Hu-Asp-2 amino 
acid Sequence indicates a preferred processing Site within 
the sequence GRRGS (SEQ ID NO: 68) as proteolytic 
processing of pro-protein precursors commonly occurs at 
Site following dibasic amino acid pairs (eg. RR). Also, 
processing at this site would yield a mature enzyme with 35 
amino acid residues upstream of the first DTG, consistent 
with the processing Sites for other aspartyl proteases. In the 
absence of Self-activation of Hu-Asp2 or a knowledge of the 
endogenous protease that processes Hu-Asp2 at this site, a 
recombinant form was engineered by introducing a recog 
nition site for the PreSission protease (LEVLFQGP; SEQ 
ID NO: 62) into the expression plasmids for bacterial, insect 
cell, and mammalian cell expression of pro-Hu-Asp2. In 
each case, the Gly residue in P1’ position corresponds to the 
Gly residue 35 amino acids upstream of the first DTG motif 
in Hu-Asp2. 

0119) The present invention involves the molecular defi 
nition of Several novel human aspartyl proteases and one of 
these, referred to as Hu-Asp-2(a) and Hu-Asp2(b), has been 
characterized in detail. Previous forms of aspI and asp 2 
have been disclosed, see EP 0848062 A2 and EP 
0855444A2, inventors David Powel et al., assigned to Smith 
Kline Beecham Corp. (incorporated by reference). Herein 
are disclosed old and new forms of Hu-Asp 2. For the first 
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time they are expressed in active form, their Substrates are 
disclosed, and their specificity is disclosed. Prior to this 
disclosure cell or cell extracts were required to cleave the 
B-Secretase site, now purified protein can be used in assays, 
also described here. Based on the results of (1) antisense 
knock out experiments, (2) transient transfection knock in 
experiments, and (3) biochemical experiments using purified 
recombinant Hu-Asp-2, we demonstrate that Hu-Asp-2 is 
the B-secretase involved in the processing of APP. Although 
the nucleotide and predicted amino acid Sequence of 
Hu-Asp-2(a) has been reported, see above, see EP 0848062 
A2 and EP 0855444A2, no functional characterization of the 
enzyme was disclosed. Here the authors characterize the 
Hu-Asp-2 enzyme and are able to explain why it is a critical 
and essential enzyme required in the formation of AB, 
peptide and possible a critical Step in the development of 
AD. 

0120 In another embodiment the present invention also 
describes a novel Splice variant of Hu-Asp2, referred to as 
Hu-Asp-2(b), that has never before been disclosed. 
0121. In another embodiment, the invention provides 
isolated nucleic acid molecules comprising a polynucleotide 
encoding a polypeptide Selected from the group consisting 
of human aspartyl protease 1 (Hu-Asp1) and two alternative 
splice variants of human aspartyl protease-2 (Hu-Asp2), 
designated herein as Hu-Asp2(a) and Hu-Asp2(b). AS used 
herein, all references to “Hu-Asp2” should be understood to 
refer to both Hu-Asp2(a) and Hu-Asp2(b). Hu-Asp 1 is 
expressed most abundantly in pancreas and prostate tissues, 
while Hu-Asp2(a) and Hu-Asp2(b) are expressed most 
abundantly in pancreas and brain tissues. The invention also 
provides isolated Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b) 
polypeptides, as well as fragments thereof which exhibit 
aspartyl protease activity. 
0.122 The predicted amino acid sequences of Hu-Asp1, 
Hu-Asp2(a) and Hu-Asp2(b) share significant homology 
with previously identified mammalian aspartyl proteases 
Such as pepsinogen A, pepsinogen B, cathepsin D, cathepsin 
E, and renin. P. B. Szecs, Scand. J. Clin. Lab. Invest. 
52:(Suppl. 210 5-22 (1992)). These enzymes are character 
ized by the presence of a duplicated DTG/DSG sequence 
motif. The Hu-Asp1 and HuAsp2 polypeptides disclosed 
herein also exhibit extremely high homology with the ProS 
ite consensus motif for aspartyl proteases extracted from the 
SwissProt database. 

0123 The nucleotide sequence given as residues 1-1554 
of SEQ ID NO: 1 corresponds to the nucleotide sequence 
encoding Hu-Asp1, the nucleotide Sequence given as resi 
dues 1-1503 of SEQID NO:3 corresponds to the nucleotide 
Sequence encoding Hu-Asp2(a), and the nucleotide 
sequence given as residues 1-1428 of SEQ ID NO: 5 
corresponds to the nucleotide Sequence encoding 
Hu-Asp2(b). The isolation and sequencing of DNA encod 
ing Hu-Asp 1, Hu-Asp2(a), and Hu-Asp2(b) is described 
below in Examples 1 and 2. 
0.124 AS is described in Examples 1 and 2, automated 
Sequencing methods were used to obtain the nucleotide 
Sequence of Hu-Asp1, Hu-Asp2(a), and Hu-Asp-2(b). The 
Hu-Asp nucleotide Sequences of the present invention were 
obtained for both DNA strands, and are believed to be 100% 
accurate. However, as is known in the art, nucleotide 
Sequence obtained by Such automated methods may contain 
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Some errors. Nucleotide Sequences determined by automa 
tion are typically at least about 90%, more typically at least 
about 95% to at least about 99.9% identical to the actual 
nucleotide Sequence of a given nucleic acid molecule. The 
actual Sequence may be more precisely determined using 
manual Sequencing methods, which are well known in the 
art. An error in Sequence which results in an insertion or 
deletion of one or more nucleotides may result in a frame 
shift in translation Such that the predicted amino acid 
sequence will differ from that which would be predicted 
from the actual nucleotide Sequence of the nucleic acid 
molecule, Starting at the point of the mutation. The Hu-ASp 
DNA of the present invention includes cDNA, chemically 
synthesized DNA, DNA isolated by PCR, genomic DNA, 
and combinations thereof. Genomic Hu-Asp DNA may be 
obtained by Screening a genomic library with the Hu-Asp2 
cDNA described herein, using methods that are well known 
in the art, or with oligonucleotides chosen from the Hu-Asp2 
Sequence that will prime the polymerase chain reaction 
(PCR). RNA transcribed from Hu-Asp DNA is also encom 
passed by the present invention. 
0.125. Due to the degeneracy of the genetic code, two 
DNA sequences may differ and yet encode identical amino 
acid Sequences. The present invention thus provides isolated 
nucleic acid molecules having a polynucleotide Sequence 
encoding any of the Hu-Asp polypeptides of the invention, 
wherein Said polynucleotide Sequence encodes a Hu-ASp 
polypeptide having the complete amino acid Sequence of 
SEQ ID NO: 2, SEQ ID NO: 4, SEQ ID NO: 6, or fragments 
thereof. 

0126. Also provided herein are purified Hu-Asp polypep 
tides, both recombinant and non-recombinant. Most impor 
tantly, methods to produce Hu-Asp2 polypeptides in active 
form are provided. These include production of Hu-Asp2 
polypeptides and variants thereof in bacterial cells, insect 
cells, and mammalian cells, also in forms that allow Secre 
tion of the Hu-Asp2 polypeptide from bacterial, insect or 
mammalian cells into the culture medium, also methods to 
produce variants of Hu-Asp2 polypeptide incorporating 
amino acid tags that facilitate Subsequent purification. In a 
preferred embodiment of the invention the Hu-Asp2 
polypeptide is converted to a proteolytically active form 
either in transformed cells or after purification and cleavage 
by a Second protease in a cell-free System, Such active forms 
of the Hu-Asp2 polypeptide beginning with the N-terminal 
sequence TQHGIR (SEQ ID NO: 69) or ETDEEP (SEQ ID 
NO: 70). The sequence TQHGIR (SEQ ID NO: 69) repre 
Sents the amino-terminus of Asp2(a) or Asp2(b) beginning 
with residue 22 of SEQ ID NO. 4 or 6, after cleavage of a 
putative 21 residue signal peptide. Recombinant Asp2(a) 
expressed in and purified from insect cells was observed to 
have this amino terminus, presumably as a result of cleavage 
by a signal peptidase. The sequence ETDEEP (SEQID NO: 
70) represents the amino-terminus of Asp2(a) or Asp2(b) 
beginning with residue 46 of SEQ ID NO. 4 or 6, as 
observed when Asp2(a) has been recombinantly produced in 
CHO cells (presumably after cleavage by both a rodent 
Signal peptidase and another rodent peptidase that removes 
a propeptide sequence). The Asp2(a) produced in the CHO 
cells possesses B-Secretase activity, as described in greater 
detail in Examples 11 and 12. Variants and derivatives, 
including fragments, of Hu-Asp proteins having the native 
amino acid Sequences given in SEQ ID Nos: 2, 4, and 6 that 
retain any of the biological activities of Hu-Asp are also 
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within the Scope of the present invention. Of course, one of 
ordinary skill in the art will readily be able to determine 
whether a variant, derivative, or fragment of a Hu-ASp 
protein displayS Hu-Asp activity by Subjecting the variant, 
derivative, or fragment to a Standard aspartyl protease assay. 
Fragments of Hu-Asp within the scope of this invention 
include those that contain the active site domain containing 
the amino acid Sequence DTG, fragments that contain the 
active site domain amino acid Sequence DSG, fragments 
containing both the DTG and DSG active site sequences, 
fragments in which the spacing of the DTG and DSG active 
Site Sequences has been lengthened, fragments in which the 
spacing has been shortened. Also within the Scope of the 
invention are fragments of Hu-Asp in which the transmem 
brane domain has been removed to allow production of 
Hu-Asp2 in a soluble form. In another embodiment of the 
invention, the two halves of Hu-Asp2, each containing a 
single active site DTG or DSG sequence can be produced 
independently as recombinant polypeptides, then combined 
in Solution where they reconstitute an active protease. 

0127 Thus, the invention provides a purified polypeptide 
comprising a fragment of a mammalian Asp2 protein, 
wherein Said fragment lacks the Asp2 transmembrane 
domain of Said Asp2 protein, and wherein the polypeptide 
and the fragment retain the B-Secretase activity of Said 
mammalian Asp2 protein. In a preferred embodiment, the 
purified polypeptide comprises a fragment of a human Asp2 
protein that retains the B-Secretase activity of the human 
Asp2 protein from which it was derived. Examples include: 

0128 a purified polypeptide that comprises a frag 
ment of Asp2(a) having the amino acid sequence Set 
forth in SEQ ID NO: 4, wherein the polypeptide 
lacks transmembrane domain amino acids 455 to 477 
of SEQ ID NO: 4; 

0.129 a purified polypeptide as described in the 
preceding paragraph that further lackS cytoplasmic 
domain amino acids 478 to 501 of SEQ ID NO: 4; 

0.130 a purified polypeptide as described in either of 
the preceding paragraphs that further lacks amino 
acids 420-454 of SEQ ID NO: 4, which constitute a 
putative alpha helical region between the catalytic 
domain and the transmembrane domain that is 
believed to be unnecessary for B-Secretase activity; 

0131 a purified polypeptide that comprises an 
amino acid Sequence that includes amino acids 58 to 
419 of SEQ ID NO: 4, and that lacks amino acids 22 
to 57 of SEQ ID NO: 4; 

0132) a purified polypeptide that comprises an 
amino acid Sequence that includes amino acids 46 to 
419 of SEQ ID NO: 4, and that lacks amino acids 22 
to 45 of SEQ ID NO: 4; 

0.133 a purified polypeptide that comprises an 
amino acid Sequence that includes amino acids 22 to 
454 of SEO ID NO: 4. 

0134) a purified polypeptide that comprises a frag 
ment of Asp2(b) having the amino acid sequence Set 
forth in SEQID NO: 6, and wherein said polypeptide 
lacks transmembrane domain amino acids 430 to 452 
of SEQ ID NO: 6; 
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0.135 a purified polypeptide as described in the 
preceding paragraph that further lackS cytoplasmic 
domain amino acids 453 to 476 of SEQ ID NO: 6; 

0.136 a purified polypeptide as described in either of 
the preceding two paragraphs that further lacks 
amino acids 395-429 of SEQ ID NO: 4, which 
constitute a putative alpha helical region between the 
catalytic domain and the transmembrane domain that 
is believed to be unnecessary for B-Secretase activity; 

0.137 a purified polypeptide comprising an amino 
acid sequence that includes amino acids 58 to 394 of 
SEO ID NO: 4, and that lacks amino acids 22 to 57 
of SEQ ID NO: 4; 

0.138 a purified polypeptide comprising an amino 
acid Sequence that includes amino acids 46 to 394 of 
SEO ID NO: 4, and that lacks amino acids 22 to 45 
of SEQ ID NO: 4; and 

0.139 a purified polypeptide comprising an amino 
acid Sequence that includes amino acids 22 to 429 of 
SEO ID NO: 4. 

0140 Also included as part of the invention is a purified 
polynucleotide comprising a nucleotide Sequence that 
encodes Such polypeptides, a vector comprising a polynucle 
otide that encodes Such polypeptides, and a host cell trans 
formed or transfected with Such a polynucleotide or vector. 
0141 Hu-Asp variants may be obtained by mutation of 
native Hu-Asp-encoding nucleotide Sequences, for example. 
A Hu-Asp variant, as referred to herein, is a polypeptide 
Substantially homologous to a native Hu-Asp polypeptide 
but which has an amino acid Sequence different from that of 
native Hu-Asp because of one or more deletions, insertions, 
or Substitutions in the amino acid Sequence. The variant 
amino acid or nucleotide Sequence is preferably at least 
about 80% identical, more preferably at least about 90% 
identical, and most preferably at least about 95% identical, 
to a native Hu-Asp Sequence. Thus, a variant nucleotide 
Sequence which contains, for example, 5 point mutations for 
every one hundred nucleotides, as compared to a native 
Hu-Asp gene, will be 95% identical to the native protein. 
The percentage of Sequence identity, also termed homology, 
between a native and a variant Hu-Asp Sequence may also 
be determined, for example, by comparing the two 
Sequences using any of the computer programs commonly 
employed for this purpose, Such as the Gap program (Wis 
consin Sequence Analysis Package, Version 8 for Unix, 
Genetics Computer Group, University Research Park, Madi 
son Wis.), which uses the algorithm of Smith and Waterman 
(Adv. Appl. Math. 2: 482-489 (1981)). 
0142. Alterations of the native amino acid sequence may 
be accomplished by any of a number of known techniques. 
For example, mutations may be introduced at particular 
locations by procedures well known to the skilled artisan, 
Such as oligonucleotide-directed mutagenesis, which is 
described by Walder et al. (Gene 42:133 (1986)); Bauer et al. 
(Gene 37.73 (1985)); Craik (BioTechniques, January 1985, 
pp. 12-19); Smith et al. (Genetic Engineering. Principles 
and Methods, Plenum Press (1981)); and U.S. Pat. Nos. 
4,518,584 and 4,737.462. 
0143 Hu-Asp variants within the scope of the invention 
may comprise conservatively Substituted Sequences, mean 
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ing that one or more amino acid residues of a Hu-ASp 
polypeptide are replaced by different residues that do not 
alter the Secondary and/or tertiary Structure of the Hu-ASp 
polypeptide. Such Substitutions may include the replacement 
of an amino acid by a residue having Similar physicochemi 
cal properties, Such as Substituting one aliphatic residue (Ile, 
Val, Leu or Ala) for another, or substitution between basic 
residues Lys and Arg, acidic residues Glu and Asp, amide 
residues Gln and ASn, hydroxyl residues Ser and Tyr, or 
aromatic residues Phe and Tyr. Further information regard 
ing making phenotypically Silent amino acid exchanges may 
be found in Bowie et al, Science 247: 1306-1310 (1990). 
Other Hu-Asp variants which might retain substantially the 
biological activities of Hu-Asp are those where amino acid 
Substitutions have been made in areas outside functional 
regions of the protein. 

0144. In another aspect, the invention provides an iso 
lated nucleic acid molecule comprising a polynucleotide 
which hybridizes under Stringent conditions to a portion of 
the nucleic acid molecules described above, e.g., to at least 
about 15 nucleotides, preferably to at least about 20 nucle 
otides, more preferably to at least about 30 nucleotides, and 
still more preferably to at least about from 30 to at least 
about 100 nucleotides, of one of the previously described 
nucleic acid molecules. Such portions of nucleic acid mol 
ecules having the described lengths refer to, e.g., at least 
about 15 contiguous nucleotides of the reference nucleic 
acid molecule. By Stringent hybridization conditions is 
intended overnight incubation at about 42 C. for about 2.5 
hours in 6xSSC/0.1% SDS, followed by washing of the 
filters four times for 15 minutes in 1.0xSSC at 65° C., 0.1% 
SDS. 

0145 Fragments of the Hu-Asp encoding nucleic acid 
molecules described herein, as well as polynucleotides 
capable of hybridizing to Such nucleic acid molecules may 
be used as a probe or as primers in a polymerase chain 
reaction (PCR). Such probes may be used, e.g., to detect the 
presence of Hu-Asp nucleic acids in in Vitro assays, as well 
as in Southern and northern blots. Cell types expressing 
Hu-Asp may also be identified by the use of Such probes. 
Such procedures are well known, and the skilled artisan will 
be able to choose a probe of a length Suitable to the particular 
application. For PCR, 5' and 3' primers corresponding to the 
termini of a desired Hu-Asp nucleic acid molecule are 
employed to isolate and amplify that Sequence using con 
ventional techniques. 

0146). Other useful fragments of the Hu-Asp nucleic acid 
molecules are antisense or Sense oligonucleotides compris 
ing a single Stranded nucleic acid Sequence capable of 
binding to a target Hu-Asp mRNA (using a sense Strand), or 
Hu-Asp DNA (using an antisense Strand) sequence. In a 
preferred embodiment of the invention these Hu-Asp anti 
Sense oligonucleotides reduce Hu-Asp mRNA and conse 
quent production of Hu-Asp polypeptides. 

0147 In another aspect, the invention includes Hu-Asp 
polypeptides with or without associated native pattern gly 
cosylation. Both Hu-Asp1 and Hu-Asp2 have canonical 
acceptor Sites for ASn-linked Sugars, with Hu-Asp1 having 
two of Such sites, and Hu-Asp2 having four. Hu-ASp 
expressed in yeast or mammalian expression Systems (dis 
cussed below) may be similar to or significantly different 
from a native Hu-Asp polypeptide in molecular weight and 
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glycosylation pattern. Expression of Hu-Asp in bacterial 
expression Systems will provide non-glycosylated Hu-Asp. 

0.148. The polypeptides of the present invention are pref 
erably provided in an isolated form, and preferably are 
Substantially purified. Hu-Asp polypeptides may be recov 
ered and purified from tissues, cultured cells, or recombinant 
cell cultures by well-known methods, including ammonium 
Sulfate or ethanol precipitation, anion or cation exchange 
chromatography, phosphocellulose chromatography, hydro 
phobic interaction chromatography, affinity chromatogra 
phy, hydroxylapatite chromatography, lectin chromatogra 
phy, and high performance liquid chromatography (HPLC). 
In a preferred embodiment, an amino acid tag is added to the 
Hu-Asp polypeptide using genetic engineering techniques 
that are well known to practitioners of the art which include 
addition-of six histidine amino acid residues to allow puri 
fication by binding to nickel immobilized on a suitable 
Support, epitopes for polyclonal or monoclonal antibodies 
including but not limited to the T7 epitope, the myc epitope, 
and the V5a epitope, and fusion of Hu-Asp2 to suitable 
protein partners including but not limited to glutathione-S- 
transferase or maltose binding protein. In a preferred 
embodiment these additional amino acid Sequences are 
added to the C-terminus of Hu-Asp but may be added to the 
N-terminus or at intervening positions within the Hu-Asp2 
polypeptide. 

014.9 The present invention also relates to vectors com 
prising the polynucleotide molecules of the invention, as 
well as host cell transformed with such vectors. Any of the 
polynucleotide molecules of the invention may be joined to 
a vector, which generally includes a Selectable marker and 
an origin of replication, for propagation in a host. Because 
the invention also provides Hu-Asp polypeptides expressed 
from the polynucleotide molecules described above, vectors 
for the expression of Hu-Asp are preferred. The vectors 
include DNA encoding any of the Hu-Asp polypeptides 
described above or below, operably linked to suitable tran 
Scriptional or translational regulatory Sequences, Such as 
those derived from a mammalian, microbial, Viral, or insect 
gene. Examples of regulatory Sequences include transcrip 
tional promoters, operators, or enhancers, mRNA ribosomal 
binding sites, and appropriate Sequences which control 
transcription and translation. Nucleotide Sequences are oper 
ably linked when the regulatory Sequence functionally 
relates to the DNA encoding Hu-Asp. Thus, a promoter 
nucleotide Sequence is operably linked to a Hu-Asp DNA 
Sequence if the promoter nucleotide Sequence directs the 
transcription of the Hu-Asp Sequence. 

0150. Selection of suitable vectors to be used for the 
cloning of polynucleotide molecules encoding Hu-Asp, or 
for the expression of Hu-Asp polypeptides, will of course 
depend upon the host cell in which the vector will be 
transformed, and, where applicable, the host cell from which 
the Hu-Asp polypeptide is to be expressed. Suitable host 
cells for expression of Hu-Asp polypeptides include 
prokaryotes, yeast, and higher eukaryotic cells, each of 
which is discussed below. 

0151. The Hu-Asp polypeptides to be expressed in Such 
host cells may also be fusion proteins which include regions 
from heterologous proteins. Such regions may be included 
to allow, e.g., Secretion, improved Stability, or facilitated 
purification of the polypeptide. For example, a Sequence 
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encoding an appropriate Signal peptide can be incorporated 
into expression vectors. A DNA sequence for a signal 
peptide (Secretory leader) may be fused inframe to the 
Hu-Asp Sequence So that Hu-Asp is translated as a fusion 
protein comprising the Signal peptide. A signal peptide that 
is functional in the intended host cell promotes extracellular 
Secretion of the Hu-Asp polypeptide. Preferably, the Signal 
Sequence will be cleaved from the Hu-Asp polypeptide upon 
secretion of Hu-Asp from the cell. Nonlimiting examples of 
Signal Sequences that can be used in practicing the invention 
include the yeast Ifactor and the honeybee melatin leader in 
Sf9 insect cells. 

0152. In a preferred embodiment, the Hu-Asp polypep 
tide will be a fusion protein which includes a heterologous 
region used to facilitate purification of the polypeptide. 
Many of the available peptides used for such a function 
allow Selective binding of the fusion protein to a binding 
partner. For example, the Hu-Asp polypeptide may be 
modified to comprise a peptide to form a fusion protein 
which Specifically binds to a binding partner, or peptide tag. 
Nonlimiting examples of Such peptide tags include the 6-His 
tag, thioredoxin tag, hemaglutinin tag, GST tag, and Omp A 
Signal Sequence tag. AS will be understood by one of skill in 
the art, the binding partner which recognizes and binds to the 
peptide may be any molecule or compound including metal 
ions (e.g., metal affinity columns), antibodies, or fragments 
thereof, and any protein or peptide which binds the peptide, 
Such as the FLAG tag. 
0153 Suitable host cells for expression of Hu-Asp 
polypeptides includes prokaryotes, yeast, and higher eukary 
otic cells. Suitable prokaryotic hosts to be used for the 
expression of Hu-Asp include bacteria of the genera 
Escherichia, Bacillus, and Salmonella, as well as members 
of the genera Pseudomonas, Streptomyces, and Staphylo 
coccuS. For expression in, e.g., E. coli, a Hu-Asp polypep 
tide may include an N-terminal methionine residue to facili 
tate expression of the recombinant polypeptide in a 
prokaryotic host. The N-terminal Met may optionally then 
be cleaved from the expressed Hu-Asp polypeptide. Other 
N-terminal amino acid residues can be added to the Hu=ASp 
polypeptide to facilitate expression in Escherichia coli 
including but not limited to the T7 leader Sequence, the 
T7-caspase 8 leader Sequence, as well as others leaders 
including tags for purification Such as the 6-His tag 
(Example 9). Hu-Asp polypeptides expressed in E. coli may 
be shortened by removal of the cytoplasmic tail, the trans 
membrane domain, or the membrane proximal region. Hu 
Asp polypeptides expressed in E. coli may be obtained in 
either a soluble form or as an insoluble form which may or 
may not be present as an inclusion body. The insoluble 
polypeptide may be rendered Soluble by guanidine HCl, urea 
or other protein denaturants, then refolded into a Soluble 
form before or after purification by dilution or dialysis into 
a suitable aqueous buffer. If the inactive proform of the 
Hu-Asp was produced using recombinant methods, it may 
be rendered active by cleaving off the prosegment with a 
Second Suitable protease Such as human immunodeficiency 
Virus protease. 
0154) Expression vectors for use in prokaryotic hosts 
generally comprises one or more phenotypic Selectable 
marker genes. Such genes generally encode, e.g., a protein 
that conferS antibiotic resistance or that Supplies an aux 
otrophic requirement. A wide variety of Such vectors are 
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readily available from commercial Sources. Examples 
include pSPORT vectors, pCEM vectors (Promega), 
pPROEX vectors (LTI, Bethesda, Md.), Bluescript vectors 
(Stratagene), pFT vectors (Novagen) and pCE vectors 
(Qiagen). 
O155 Hu-Asp may also be expressed in yeast host cells 
from genera including Saccharomyces, Pichia, and Kluvero 
myces. Preferred yeast hosts are S. cerevisiae and P. pas 
toris. Yeast vectors will often contain an origin of replication 
Sequence from a 2T yeast plasmid, an autonomously repli 
cating sequence (ARS), a promoter region, Sequences for 
polyadenylation, Sequences for transcription termination, 
and a Selectable marker gene. VectorS replicable in both 
yeast and E. coli (termed shuttle vectors) may also be used. 
In addition to the above-mentioned features of yeast vectors, 
a shuttle Vector will also include Sequences for replication 
and Selection in E. coli. Direct Secretion of Hu-Asp polypep 
tides expressed in yeast hosts may be accomplished by the 
inclusion of nucleotide Sequence encoding the yeast I-factor 
leader Sequence at the 5' end of the Hu-Asp-encoding 
nucleotide Sequence. 
0156 Insect host cell culture systems may also be used 
for the expression of Hu-Asp polypeptides. In a preferred 
embodiment, the Hu-Asp polypeptides of the invention are 
expressed using an insect cell expression System (see 
Example 10). Additionally, a baculovirus expression System 
can be used for expression in insect cells as reviewed by 
Luckow and Summers, Bio/Technology 6:47 (1988). 
0157. In another preferred embodiment, the Hu-Asp 
polypeptide is expressed in mammalian host cells. Nonlim 
iting examples of Suitable mammalian cell lines include the 
COS7 line of monkey kidney cells (Gluzman et al., Cell 
23:175 (1981)), human embyonic kidney cell line 293, and 
Chinese hamster ovary (CHO) cells. Preferably, Chinese 
hamster ovary (CHO) cells are used for expression of 
Hu-Asp proteins (Example 11). 
0158. The choice of a suitable expression vector for 
expression of the Hu-Asp polypeptides of the invention will 
of course depend upon the Specific mammalian host cell to 
be used, and is within the skill of the ordinary artisan. 
Examples of Suitable expression vectors include pcDNA3 
(Invitrogen) and pSVL (Pharmacia Biotech). A preferred 
vector for expression of Hu-Asp polypeptides is pcDNA3.1- 
Hygro (Invitrogen). Expression vectors for use in mamma 
lian host cells may include transcriptional and translational 
control Sequences derived from viral genomes. Commonly 
used promoter Sequences and enhancer Sequences which 
may be used in the present invention include, but are not 
limited to, those derived from human cytomegalovirus 
(CMV), Adenovirus 2, Polyoma virus, and Simian virus 40 
(SV40). Methods for the construction of mammalian expres 
Sion vectors are disclosed, for example, in Okayama and 
Berg (Mol. Cell. Biol. 3:280 (1983)); Cosman et al. (Mol. 
Immunol. 23:935 (1986)); Cosman et al. (Nature 312:768 
(1984)); EP-A-0367566; and WO 91/18982. 
0159. The polypeptides of the present invention may also 
be used to raise polyclonal and monoclonal antibodies, 
which are useful in diagnostic assays for detecting Hu-ASp 
polypeptide expression. Such antibodies may be prepared by 
conventional techniques. See, for example, Antibodies. A 
Laboratory Manual, Harlow and Land (eds.), Cold Spring 
Harbor Laboratory Press, Cold Spring Harbor, N.Y., (1988); 

Mar. 28, 2002 

Monoclonal Antibodies, Hybridomas: A New Dimension in 
Biological Analyses, Kennet et al. (eds.), Plenum Press, New 
York (1980). Synthetic peptides comprising portions of 
Hu-Asp containing 5 to 20 amino acids may also be used for 
the production of polyclonal or monoclonal antibodies after 
linkage to a Suitable carrier protein including but not limited 
to keyhole limpet hemacyanin (KLH), chicken ovalbumin, 
or bovine Serum albumin using various croSS-linking 
reagents including carbodimides, glutaraldehyde, or if the 
peptide contains a cysteine, N-methylmaleimide. A pre 
ferred peptide for immunization when conjugated to KLH 
contains the C-terminus of Hu-Asp1 or Hu-Asp2 comprising 
QRRPRDPEVVNDESSLVRHRWK (SEQ ID NO: 2, resi 
dues 497-518) or LRQQHDDFADDISLLK (SEQ ID NO:4, 
residues 486-501), respectively. See SEQ ID Nos. 33-34. 
0160 The Hu-Asp nucleic acid molecules of the present 
invention are also valuable for chromosome identification, 
as they can hybridize with a Specific location on a human 
chromosome. Hu-Asp1 has been localized to chromosome 
21, while Hu-Asp2 has been localized to chromosome 
11q23.3-24.1. There is a current need for identifying par 
ticular Sites on the chromosome, as few chromosome mark 
ing reagents based on actual sequence data (repeat polymor 
phisms) are presently available for marking chromosomal 
location. Once a Sequence has been mapped to a precise 
chromosomal location, the physical position of the Sequence 
on the chromosome can be correlated with genetic map data. 
The relationship between genes and diseases that have been 
mapped to the same chromosomal region can then be 
identified through linkage analysis, wherein the coinher 
itance of physically adjacent genes is determined. Whether 
a gene appearing to be related to a particular disease is in fact 
the cause of the disease can then be determined by compar 
ing the nucleic acid Sequence between affected and unaf 
fected individuals. 

0.161 In another embodiment, the invention relates to a 
method of assaying Hu-Asp function, Specifically Hu-Asp2 
function which involves incubating in Solution the Hu-ASp 
polypeptide with a Suitable Substrate including but not 
limited to a Synthetic peptide containing the B-Secretase 
cleavage Site of APP, preferably one containing the mutation 
found in a Swedish kindred with inherited AD in which KM 
is changed to NL, Such peptide comprising the Sequence 
SEVNLDAEFR (SEQ ID NO: 63) in an acidic buffering 
solution, preferably an acidic buffering solution of pH5.5 
(see Example 12) using cleavage of the peptide monitored 
by high performance liquid chromatography as a measure of 
Hu-Asp proteolytic activity. Preferred assays for proteolytic 
activity utilize internally quenched peptide assay Substrates. 
Such suitable substrates include peptides which have 
attached a paired flurophore and quencher including but not 
limited to 7-amino-4-methyl coumarin and dinitrophenol, 
respectively, Such that cleavage of the peptide by the Hu 
Asp results in increased fluorescence due to physical Sepa 
ration of the flurophore and quencher. Other paired fluro 
phores and quenchers include bodipy-tetramethylrhodamine 
and QSY-5 (Molecular Probes, Inc.). In a variant of this 
assay, biotin or another Suitable tag may be placed on one 
end of the peptide to anchor the peptide to a Substrate assay 
plate and a flurophore may be placed at the other end of the 
peptide. Useful flurophores include those listed above as 
well as Europium labels such as W8044 (EG&g Wallac, 
Inc.). Cleavage of the peptide by Asp2 will release the 
flurophore or other tag from the plate, allowing compounds 
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to be assayed for inhibition of Asp2 proteolytic cleavage as 
shown by an increase in retained fluorescence. Preferred 
colorimetric assays of Hu-Asp proteolytic activity utilize 
other Suitable Substrates that include the P2 and P1 amino 
acids comprising the recognition site for cleavage linked to 
o-nitrophenol through an amide linkage, Such that cleavage 
by the Hu-Asp results in an increase in optical density after 
altering the assay buffer to alkaline pH. 
0162. In another embodiment, the invention relates to a 
method for the identification of an agent that increases the 
activity of a Hu-Asp polypeptide Selected from the group 
consisting of Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b), the 
method comprising 

0163 (a) determining the activity of said Hu-Asp 
polypeptide in the presence of a test agent and in the 
absence of a test agent; and 

0164 (b) comparing the activity of said Hu-Asp 
polypeptide determined in the presence of Said test 
agent to the-activity of Said Hu-Asp polypeptide 
determined in the absence of Said test agent; 

0.165 whereby a higher level of activity in the presence 
of Said test agent than in the absence of Said test agent 
indicates that Said test agent has increased the activity of Said 
Hu-Asp polypeptide. Such tests can be performed with 
Hu-Asp polypeptide in a cell free System and with cultured 
cells that express Hu-Asp as well as variants or isoforms 
thereof. 

0166 In another embodiment, the invention relates to a 
method for the identification of an agent that decreases the 
activity of a Hu-Asp polypeptide Selected from the group 
consisting of Hu-Asp1, Hu-Asp2(a), and Hu-Asp2(b), the 
method comprising 

0167 (a) determining the activity of said Hu-Asp 
polypeptide in the presence of a test agent and in the 
absence of a test agent; and 

0168 (b) comparing the activity of said Hu-Asp 
polypeptide determined in the presence of Said test 
agent to the activity of Said Hu-Asp polypeptide 
determined in the absence of Said test agent; 

0169 whereby a lower level of activity in the presence of 
Said test agent than in the absence of Said test agent indicates 
that Said test agent has decreased the activity of Said Hu-ASp 
polypeptide. Such tests can be performed with Hu-ASp 
polypeptide in a cell free System and with cultured cells that 
express Hu-Asp as well as variants or isoforms thereof. 
0170 In another embodiment, the invention relates to a 
novel cell line (HEK1 25.3 cells) for measuring processing 
of amyloid f peptide (A?8) from the amyloid protein pre 
cursor (APP). The cells are stable transformants of human 
embryonic kidney 293 cells (HEK293) with a bicistronic 
vector derived from plRES-EGFP (Clontech) containing a 
modified human APP cDNA, an internal ribosome entry site 
and an enhanced green fluorescent protein (EGFP) cDNA in 
the second cistron. The APP cDNA was modified by adding 
two lysine codons to the carboxyl terminus of the APP 
coding Sequence. This increaseS processing of AB peptide 
from human APP by 2-4 fold. This level of AB peptide 
processing is 60 fold higher than is seen in nontransformed 
HEK293 cells. HEK125.3 cells will be useful for assays of 
compounds that inhibit AB peptide processing. This inven 
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tion also includes addition of two lysine residues to the 
C-terminus of other APP isoforms including the 751 and 770 
amino acid isoforms, to isoforms of APP having mutations 
found in human AD including the Swedish KM->NL and 
V717->F mutations, to C-terminal fragments of APP, such 
as those beginning with the B-Secretase cleavage Site, to 
C-terminal fragments of APP containing the B-Secretase 
cleavage Site which have been operably linked to an N-ter 
minal Signal peptide for membrane insertion and Secretion, 
and to C-terminal fragments of APP which have been 
operably linked to an N-terminal Signal peptide for mem 
brane insertion and Secretion and a reporter Sequence includ 
ing but not limited to green fluorescent protein or alkaline 
phosphatase, Such that B-Secretase cleavage releases the 
reporter protein from the Surface of cells expressing the 
polypeptide. 

0171 Having generally described the invention, the same 
will be more readily understood by reference to the follow 
ing examples, which are provided by way of illustration and 
are not intended as limiting. 

EXAMPLE 1. 

Development of a Search Algorithm Useful for the 
Identification of ASpartyl Proteases, and 

Identification of C. elegans Aspartyl Protease 
Genes in Wormpep 12 

0172 Materials and Methods: 
0173 Classical aspartyl proteases such as pepsin and 
renin possess a two-domain Structure which folds to bring 
two aspartyl residues into proximity within the active site. 
These are embedded in the short tripeptide motif DTG, or 
more rarely, DSG. The DTG or DSG active site motif 
appears at about residue 25-30 in the enzyme, but at about 
65-70 in the proenzyme (prorenin, pepsinogen). This motif 
appears again about 150-200 residues downstream. The 
proenzyme is activated by cleavage of the N-terminal pro 
domain. This pattern exemplifies the double domain Struc 
ture of the modern day aspartyl enzymes which apparently 
arose by gene duplication and divergence. Thus, 

0.174 where X denotes the beginning of the enzyme, 
following the N-terminal prodomain, and Y denotes the 
center of the molecule where the gene repeat begins again. 
0.175. In the case of the retroviral enzymes such as the 
HIV protease, they represent only a half of the two-domain 
Structures of well-known enzymes like pepsin, cathepsin D, 
renin, etc. They have no prosegment, but are carved out of 
a polyprotein precursor containing the gag and pol proteins 
of the virus. They can be represented by: 

0176) This “monomer' only has about 100 aa, so is 
extremely parSimonious as compared to the other aspartyl 
protease “dimers” which have of the order of 330 or so aa, 
not counting the N-terminal prodomain. 
0177. The limited length of the eukaryotic aspartyl pro 
tease active site motif makes it difficult to search EST 
collections for novel Sequences. EST Sequences typically 
average 250 nucleotides, and So in this case would be 
unlikely to Span both aspartyl protease active site motifs. 
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Instead, we turned to the C. elegans genome. The C. elegans 
genome is estimated to contain around 13,000 genes. Of 
these, roughly 12,000 have been Sequenced and the corre 
sponding hypothetical open reading frame (ORF) has been 
placed in the database Wormpep12. We used this database as 
the basis for a whole genome Scan of a higher eukaryote for 
novel aspartyl proteases, using an algorithm that we devel 
oped specifically for this purpose. The following AWK 
script for locating proteins containing two DTG or DSG 
motifs was used for the Search, which was repeated four 
times to recover all pairwise combinations of the aspartyl 
motif. 

BEGIN (RS=">''} 
format *f 

pos = index($0,"DTG) 
if(poss 0) { 

rest = substr($0.pos+3) 
pos2 = index(rest,“DTG) 
if (pos2>0) printf 
(“%s%s\n".'s",SO)} 

/* defines “s' as record separator for FASTA 

/*get rest of record after first DTG*/ 
f*find second DTG*f 

f*report hits */ 

0.178 The AWK script shown above was used to search 
Wormpep12, which was downloaded from ftp.Sanger.ac.uk/ 
pub/databases/wormpep, for Sequence entries containing at 
least two DTG or DSG motifs. Using AWK limited each 
record to 3000 characters or less. Thus, 35 or so larger 
records were eliminated manually from Wormpep12 as in 
any case these were unlikely to encode aspartyl proteases. 
0179 Results and Discussion: 
0180. The Wormpep 12 database contains 12,178 entries, 
although some of these (<10%) represent alternatively 
Spliced transcripts from the same gene. Estimates of the 
number of genes encoded in the C. elegans genome is on the 
order of 13,000 genes, so Wormpep12 may be estimated to 
cover greater than 90% of the C. elegans genome. 
0181 Eukaryotic aspartyl proteases contain a two-do 
main Structure, probably arising from ancestral gene dupli 
cation. Each domain contains the active site motif D(S/T)G 
located from 20-25 amino acid residues into each domain. 
The retroviral (e.g., HIV protease) or retrotransposon pro 
teases are homodimers of Subunits which are homologous to 
a Single eukaryotic aspartyl protease domain. An AWK 
Script was used to Search the Wormpep12 database for 
proteins in which the D(S/T)G motif occurred at least twice. 
This identified >60 proteins with two DTG or DSG motifs. 
Visual inspection was used to Select proteins in which the 
position of the aspartyl domains was Suggestive of a two 
domain Structure meeting the criteria described above. 
0182. In addition, the PROSITE eukaryotic and viral 
aspartyl protease active site pattern PS00141 was used to 
Search Wormpep12 for candidate aspartyl proteases. (Bai 
roch A., Bucher P, Hofmann K., The PROSITE database: its 
status in 1997, Nucleic Acids Res. 24:217-221(1997)). This 
generated an overlapping Set of Wormpep12 Sequences. Of 
these, seven sequences contained two DTG or DSG motifs 
and the PROSITE aspartyl protease active site pattern. Of 
these Seven, three were found in the same coSmid clone 
(F21F8.3, F21F8.4, and F21F8.7) suggesting that they rep 
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resent a family of proteins that arose by ancestral gene 
duplication. Two other ORFs with extensive homology to 
F21F8.3, F21F8.4 and F21F8.7 are present in the same gene 
cluster (F21F8.2 and F21F8.6), however, these contain only 
a single DTG motif. Exhaustive BLAST searches with these 
Seven Sequences against Wormpep12 failed to reveal addi 
tional candidate aspartyl proteases in the C. elegans genome 
containing two repeats of the DTG or DSG motif. 
0183 BLASTX Search with each C. elegans sequence 
against SWISS-PROT, GenPep and TREMBL revealed that 
R12H7.2 was the closest worm homologue to the known 
mammalian aspartyl proteases, and that T18H9.2 was Some 
what more distantly related, while CEASP1, F21F8.3, 
F21F8.4, and F21F8.7 formed a Subcluster which had the 
least Sequence homology to the mammalian Sequences. 
0184 Discussion: 
0185. APP, the presenilins, and p35, the activator of cdk5, 
all undergo intracellular proteolytic processing at Sites 
which conform to the Substrate specificity of the HIV 
protease. Dysregulation of a cellular aspartyl protease with 
the same Substrate specificity, might therefore provide a 
unifying mechanism for causation of the plaque and tangle 
pathologies in AD. Therefore, we Sought to identify novel 
human aspartyl proteases. A whole genome Scan in C. 
elegans identified Seven open reading frames that adhere to 
the aspartyl protease profile that we had identified. These 
Seven aspartyl proteaseS probably comprise the complete 
complement of Such proteases in a simple, multicellular 
eukaryote. These include four closely related aspartyl pro 
teases unique to C. elegans which probably arose by dupli 
cation of an ancestral gene. The other three candidate 
aspartyl proteases (T18H9.2, R12H7.2 and C11D2.2) were 
found to have homology to mammalian gene Sequences. 

EXAMPLE 2 

Identification of Novel Human Aspartyl Proteases 
Using Database Mining by Genome Bridging 

0186. Materials and Methods: 
0187 Computer-assisted analysis of EST databases, 
cDNA, and predicted polypeptide Sequences: 
0188 Exhaustive homology searches of EST databases 
with the CEASP1, F2 1F8.3, F21F8.4, and F21F8.7 
Sequences failed to reveal any novel mammalian homo 
logues. TBLASTN searches with R12H7.2 showed homol 
ogy to cathepsin D, cathepsin E, pepsinogen A, pepsinogen 
C and renin, particularly around the DTG motif within the 
active Site, but also failed to identify any additional novel 
mammalian aspartyl proteases. This indicates that the C. 
elegans genome probably contains only a single lySOSomal 
aspartyl protease which in mammals is represented by a 
gene family that arose through duplication and consequent 
modification of an ancestral gene. 
0189 TBLASTN searches with T18H9.2, the remaining 
C. elegans sequence, identified several ESTs which 
assembled into a contig encoding a novel human aspartyl 
protease (Hu-ASP1). As is described above in Example 1, 
BLASTX search with the Hu-ASP1 contig against SWISS 
PROT revealed that the active site motifs in the sequence 
aligned with the active Sites of other aspartyl proteases. 
Exhaustive, repetitive rounds of BLASTN searches against 



US 2002/0037315 A1 

LifeSeq, LifeSeqFL, and the public EST collections identi 
fied 102 EST from multiple cDNA libraries that assembled 
into a single contig. The 51 Sequences in this contig found 
in public EST collections also have been assembled into a 
single contig (THC213329) by The Institute for Genome 
Research (TIGR). The TIGR annotation indicates that they 
failed to find any hits in the database for the contig. Note that 
the TIGR contig is the reverse complement of the LifeSeq 
contig that we assembled. BLASTN search of Hu-ASP1 
against the rat and mouse EST Sequences in ZooSeq 
revealed one homologous EST in each database (Incyte 
clone 700311523 and IMAGE clone 313341, GenBank 
accession number W10530, respectively). 
0190 TBLASTN searches with the assembled DNA 
sequence for Hu-ASP1 against both LifeSeqFL and the 
public EST databases identified a second, related human 
Sequence (Hu-Asp2) represented by a single EST 
(2696295). Translation of this partial clDNA sequence 
reveals a single DTG motif which has homology to the 
active site motif of a bovine aspartyl protease, NM 1. 
0191 BLAST searches, contig assemblies and multiple 
Sequence alignments were performed using the bioinformat 
ics tools provided with the LifeSeq, LifeSeqFL and LifeSeq 
Assembled databases from Incyte. Predicted protein motifs 
were identified using either the ProSite dictionary (Motifs in 
GCG 9) or the Pfam database. 
0192 Full-length CDNA Cloning of Hu-Asp1 
0193 The open reading frame of C. elegans gene 
T18H9.2CE was used to query Incyte LifeSeq and LifeSeq 
FL databases and a single electronic assembly referred to as 
1863920CE1 was detected. The 5' most cDNA clone in this 
contig, 1863920, was obtained from Incyte and completely 
Sequenced on both Strands. Translation of the open reading 
frame contained within clone 1863920 revealed the presence 
of the duplicated aspartyl protease active site motif (DTG/ 
DSG) but the 5' end was incomplete. The remainder of the 
Hu-Asp1 coding Sequence was determined by 5' Marathon 
RACE analysis using a human placenta Marathon ready 
cDNA template (Clontech). A 3'-antisense oligonucleotide 
primer specific for the 5' end of clone 1863920 was paired 
with the 5'-sense primer specific for the Marathon ready 
cDNA synthetic adaptor in the PCR. Specific PCR products 
were directly Sequenced by cycle Sequencing and the result 
ing sequence assembled with the sequence of clone 1863920 
to yield the complete coding sequence of Hu-Asp-1 (SEQID 
No. 1). 
0194 Several interesting features are present in the pri 
mary amino acid sequence of Hu-Asp1 (FIG.1, SEQID No. 
2). The Sequence contains a signal peptide (residues 1-20 in 
SEQ ID No. 2), a pro-Segment, and a catalytic domain 
containing two copies of the aspartyl protease active site 
motif (DTG/DSG). The spacing between the first and second 
active site motifs is about 200 residues which should cor 
respond to the expected size of a single, eukaryotic aspartyl 
protease domain. More interestingly, the Sequence contains 
a predicted transmembrane domain (residues 469-492 in 
SEQ ID No. 2) near its C-terminus which suggests that the 
protease is anchored in the membrane. This feature is not 
found in any other aspartyl protease. 
0195 Cloning of a full-length Hu-Asp-2 cDNAs. 
0.196 AS is described above in Example 1, genome wide 
scan of the Caenorhabditis elegans database Worm Pep12 
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for putative aspartyl proteases and Subsequent mining of 
human EST databases revealed a human ortholog to the C. 
elegans gene T18H9.2 referred to as Hu-Asp1. The 
assembled contig for Hu-Asp1 was used to query for human 
paralogs using the BLAST search tool in human EST 
databases and a single significant match (2696295CE1) with 
approximately 60% shared identity was found in the LifeSeq 
FL database. Similar queries of either gb105PubEST or the 
family of human databases available from TIGR did not 
identify similar EST clones. cDNA clone 2696295, identi 
fied by Single pass Sequence analysis from a human uterus 
cDNA library, was obtained from Incyte and completely 
Sequence on both Strands. This clone contained an incom 
plete 1266 bp open-reading frame that encoded a 422 amino 
acid polypeptide but lacked an initiator ATG on the 5' end. 
Inspection of the predicted Sequence revealed the presence 
of the duplicated aspartyl protease active site motif DTG/ 
DSG, separated by 194 amino acid residues. Subsequent 
queries of later releases of the LifeSeq EST database iden 
tified an additional ESTs, Sequenced from a human astrocyte 
cDNA library (4386993), that appeared to contain additional 
5' sequence relative to clone 2696295. Clone 4386993 was 
obtained from Incyte and completely Sequenced on both 
strands. Comparative analysis of clone 4386993 and clone 
2696295 confirmed that clone 4386993 extended the open 
reading frame by 31 amino acid residues including two 
in-frame translation initiation codons. Despite the presence 
of the two in-frame ATGS, no in-frame Stop codon was 
observed upstream of the ATG indicating that the 4386993 
may not be full-length. Furthermore, alignment of the 
sequences of clones 2696295 and 4386993 revealed a 75 
base pair insertion in clone 2696295 relative to clone 
4386993 that results in the insertion of 25 additional amino 
acid residues in 2696295. The remainder of the Hu-Asp2 
coding sequence was determined by 5' Marathon RACE 
analysis using a human hippocampus Marathon ready cDNA 
template (Clontech). A 3'-antisense oligonucleotide primer 
specific for the shared 5'-region of clones 2696295 and 
4386993 was paired with the 5'-sense primer specific for the 
Marathon ready cDNA synthetic adaptor in the PCR. Spe 
cific PCR products were directly sequenced by cycle 
Sequencing and the resulting Sequence assembled with the 
sequence of clones 2696295 and 4386993 to yield the 
complete coding sequence of Hu-Asp2(a) (SEQ ID No. 3) 
and Hu-Asp2(b) (SEQ ID No. 5), respectively. 

0197) Several interesting features are present in the pri 
mary amino acid sequence of Hu-Asp2(a) (FIG. 2 and SEQ 
ID No. 4) and Hu-Asp-2(b) (FIG. 3, SEQ ID No. 6). Both 
Sequences contain a signal peptide (residues 1-21 in SEQ ID 
No. 4 and SEQ ID No. 6), a pro-segment, and a catalytic 
domain containing two copies of the aspartyl protease active 
site motif (DTG/DSG). The spacing between the first and 
Second active Site motifs is variable due to the 25 amino acid 
residue deletion in Hu-Asp-2(b) and consists of 1 68-versus 
194 amino acid residues, for Hu-Asp2(b) and Hu-Asp-2(a), 
respectively. More interestingly, both Sequences contains a 
predicted transmembrane domain (residues 455-477 in SEQ 
ID No. 4 and 430-452 in SEQID No. 6) near their C-termini 
which indicates that the protease is anchored in the mem 
brane. This feature is not found in any other aspartyl 
protease except Hu-Asp1. 
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EXAMPLE 3 

Molecular Cloning of Mouse Asp2 cDNA and 
Genomic DNA. 

0198 Cloning and Characterization of Murine Asp2 
cDNA 

0199 The murine ortholog of Hu-Asp2 was cloned using 
a combination of cDNA library screening, PCR, and 
genomic cloning. Approximately 500,000 independent 
clones from a mouse brain cDNA library were screened 
using a P-labeled coding sequence probe prepared from 
Hu-Asp2. Replicate positives were subjected to DNA 
Sequence analysis and the longest cDNA contained the entire 
3' untranslated region and 47 amino acids in the coding 
region. PCR amplification of the same mouse brain cDNA 
library with an antisense oligonucleotide primer Specific for 
the 5'-most cDNA sequence determined above and a Sense 
primer Specific for the 5' region of human Asp2 Sequence 
followed by DNA sequence analysis gave an additional 980 
bp of the coding Sequence. The remainder of the 5'Sequence 
of murine Asp-2 was derived from genomic sequence (see 
below). 
0200 Isolation and Sequence Analysis of the Murine 
Asp-2 Gene. 
0201 Amurine EST sequence encoding a portion of the 
murine Asp2 cDNA was identified in the GenBank EST 
database using the BLAST search tool and the Hu-Asp2 
coding Sequence as the query. Clone g3160898 displayed 
88% shared identity to the human sequence over 352 bp. 
Oligonucleotide primer pairS Specific for this region of 
murine Asp2 were then Synthesized and used to amplify 
regions of the munne gene. Murine genomic DNA, derived 
from strain 129/Sv.J., was amplified in the PCR (25 cycles) 
using various primer Sets Specific for murine Asp2 and the 
products analyzed by agarose gel electrophoresis. The 
primer set Zoo-1 and Zoo-4-amplified a 750 bp fragment that 
contained approximately 600 bp of intron Sequence based on 
comparison to the known cDNA sequence. This primer Set 
was then used to screen a murine BAC library by PCR, a 
Single genomic clone was isolated and this cloned was 
confirmed contain the murine Asp2 gene by DNA sequence 
analysis. Shotgun DNA sequencing of this Asp2 genomic 
clone and comparison to the cDNA sequences of both 
Hu-Asp2 and the partial murine cDNA sequences defined 
the full-length sequence of murine Asp2 (SEQ ID No. 7). 
The predicted amino acid sequence of murine Asp2 (SEQID 
No. 8) showed 96.4% shared identity (GCG BestFit algo 
rithm) with 18/501 amino acid residue substitutions com 
pared to the human sequence (FIG. 4). The proteolytic 
processing of murine Asp2(a) is believed to be analogous to 
the processing described above for human Asp2(a). In 
addition, a variant lacking amino acid residues 190-214 of 
SEQ ID NO: 8 is specifically contemplated as a murine 
Asp2(b) polypeptide. All forms of murine Asp2(b) gene and 
protein are intended as aspects of the invention. 

EXAMPLE 4 

Tissue Distribution of Expression of Hu-Asp2 
Transcripts 

0202) Materials and Methods: 
0203 The tissue distribution of expression of Hu-Asp-2 
was determined using multiple tissue Northern blots 
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obtained from Clontech (Palo Alto, Calif.). Incyte clone 
2696295 in the vector plNCY was digested to completion 
with EcoRI/Not and the 1.8 kb clDNA insert purified by 
preparative agarose gel electrophoresis. This fragment was 
radiolabeled to a specific activity>1x10 dpm/ugby random 
priming in the presence of C-P-dATP (>3000 Ci/mmol, 
Amersham, Arlington Heights, Ill.) and Klenow fragment of 
DNA polymerase I. Nylon filters containing denatured, size 
fractionated poly A RNAS isolated from different human 
tissues were hybridized with 2x10 dpm/ml probe in 
ExpressHybbuffer (Clontech, Palo Alto, Calif.) for 1 hour at 
68 C. and washed as recommended by the manufacture. 
Hybridization Signals were visualized by autoradiography 
using BioMax XR film (Kodak, Rochester, N.Y.) with 
intensifying screens at -80 C. 

0204 Results and Discussion: 

0205 Limited information on the tissue distribution of 
expression of Hu-Asp-2 transcripts was obtained from data 
base analysis due to the relatively small number of EST's 
detected using the methods described above (<5). In an 
effort to gain further information on the expression of the 
Hu-Asp2 gene, Northern analysis was employed to deter 
mine both the size(s) and abundance of Hu-Asp2 transcripts. 
PolyA RNAS isolated from a series of peripheral tissues 
and brain regions were displayed on a Solid Support follow 
ing Separation under denaturing conditions and Hu-Asp2 
transcripts were visualized by high Stringency hybridization 
to radiolabeled insert from clone 2696295. The 2696295 
cDNA probe visualized a constellation of transcripts that 
migrated with apparent sizes of 3.0 kb, 4.4 kb and 8.0 kb 
with the latter two transcript being the most abundant. 

0206 Across the tissues surveyed, Hu-Asp2 transcripts 
were most abundant in pancreas and brain with lower but 
detectable levels observed in all other tissues examined 
except thymus and PBLS. Given the relative abundance of 
Hu-Asp2 transcripts in brain, the regional expression in 
brain regions was also established. A similar constellation of 
transcript sizes were detected in all brain regions examined 
cerebellum, cerebral cortex, occipital pole, frontal lobe, 
temporal lobe and putamen with the highest abundance in 
the medulla and Spinal cord. 

EXAMPLE 5 

Northern Blot Detection of HuAsp-1 and HuAsp-2 
Transcripts in Human Cell Lines 

0207. A variety of human cell lines were tested for their 
ability to produce Hu-Asp1 and Asp2 MRNA. Human 
embryonic kidney (HEK-293) cells, African green monkey 
(CoS-7) cells, Chinese hamster ovary (CHO) cells, HELA 
cells, and the neuroblastoma cell line IMR-32 were all 
obtained from the ATCC. Cells were cultured in DME 
containing 10% FCS except CHO cells which were main 
tained in C-MEM/10% FCS at 37° C. in 5% CO, until they 
were near confluence. Washed monolayers of cells (3x10) 
were lysed on the dishes and poly A RNA extracted using 
the Qiagen OligoteX Direct mRNA kit. Samples containing 
2 tug of poly A RNA from each cell line were fractionated 
under denaturing conditions (glyoxal-treated), transferred to 
a Solid nylon membrane Support by capillary action, and 
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transcripts visualized by hybridization with random-primed 
labeled (32p) coding sequence probes derived from either 
Hu-Asp1 or Hu-Asp2. Radioactive signals were detected by 
exposure to X-ray film and by image analysis with a 
Phosphorimager. 
0208. The Hu-Asp1 cDNA probe visualized a similar 
constellation of transcripts (2.6 kb and 3.5 kb) that were 
previously detected is human tissues. The relative abun 
dance determined by quantification of the radioactive signal 
was COS-7sHEK 2.92=HELA-IMR32. 

0209 The Hu-Asp2 cDNA probe also visualized a similar 
constellation of transcripts compared to tissue (3.0 kb, 4.4 
kb, and 8.0kb) with the following relative abundance; HEK 
293>COS 7-IMR32-HELA. 

EXAMPLE 6 

Modification of APP to Increase AB Processing for 
in vitro Screening 

0210 Human cell lines that process AB peptide from APP 
provide a means to Screen in cellular assays for inhibitors of 
B- and Y-Secretase. Production and release of AB peptide into 
the culture Supernatant is monitored by an enzyme-linked 
immunosorbent assay (EIA). Although expression of APP is 
widespread and both neural and non-neuronal cell lines 
proceSS and release AB peptide, levels of endogenous APP 
processing are low and difficult to detect by EIA. AB 
processing can be increased by expressing in transformed 
cell lines mutations of APP that enhance AB processing. We 
made the Serendipitous observation that addition of two 
lysine residues to the carboxyl terminus of APP695 
increases AB processing Still further. This allowed us to 
create a transformed cell line that releases AB peptide into 
the culture medium at the remarkable level of 20,000 pg/ml. 
0211 Materials And Methods 
0212 Materials: 
0213 Human embryonic kidney cell line 293 (HEK293 
cells) were obtained internally. The vector plRES-EGFP was 
purchased from Clontech. Oligonucleotides for mutation 
using the polymerase chain reaction (PCR) were purchased 
from Genosys. A plasmid containing human APP695 (SEQ 
ID No. 9 nucleotide and SEQ ID No. 10amino acid) was 
obtained from Northwestern University Medical School. 
This was subcloned into pSK (Stratagene) at the Not1 site 
creating the plasmid paPP695. 

0214) Mutagenesis Protocol: 
0215) The Swedish mutation (K67ON, M671L) was intro 
duced into paPP695 using the Stratagene Quick Change 
Mutagenesis Kit to create the plasmid pAPP695NL (SEQ ID 
No. 11 nucleotide and SEQ ID No. 12 amino acid). To 
introduce a di-lysine motif at the C-terminus of APP695, the 
forward primer #276 5' GACTGACCACTCGACCAG 
GTTC (SEQ ID No. 47) was used with the “patch” primer 
i274 5' CGAATTAAATTCCAGCACACTGGCTACT 
TCTTGTTCTGCATCTCAAAGAAC (SEQ ID No. 48) and 
the flanking primer #275 CGAATTAAATTCCAGCA 
CACTGGCTA (SEQ ID No. 49) to modify the 3' end of the 
APP695 cDNA (SEQ ID No. 15 nucleotide) and SEQ ID 
No. 16 amino acid). This also added a BstX1 restriction 
site that will be compatible with the BstX1 site in the 
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multiple cloning site of pRES-EGFP. PCR amplification 
was performed with a Clontech HF Advantage cDNA PCR 
kit using the polymerase mix and bufferS Supplied by the 
manufacturer. For “patch” PCR, the patch primer was used 
at /20th the molar concentration of the flanking primerS. 
PCR amplification products were purified using a QIAquick 
PCR purification kit (Qiagen). After digestion with restric 
tion enzymes, products were separated on 0.8% agarose gels 
and then excised DNA fragments were purified using a 
QIAquick gel extraction kit (Qiagen). 
0216) To reassemble a modified APP695-Sw cDNA, the 
5' Not1-Bg12 fragment of the APP695-Sw cDNA and the 3' 
Bg12-BstX1. APP695 cDNA fragment obtained by PCR 
were ligated into pIRES-EGFP plasmid DNA opened at the 
Not1 and BstX1 sites. Ligations were performed for 5 
minutes at room temperature using a Rapid DNA Ligation 
kit (Boehringer Mannheim) and transformed into Library 
Efficiency DH5a Competent Cells (GibcoBRL Life Tech 
nologies). Bacterial colonies were Screened for inserts by 
PCR amplification using primers #276 and #275. Plasmid 
DNA was purified for mammalian cell transfection using a 
QIAprep Spin Miniprep kit (Qiagen). The construct 
obtained was designated pMG125.3 (APPSW-KK, SEQ ID 
No. 17 nucleotide and SEQ ID No. 18 amino acid). 
0217 Mammalian Cell Transfection: 
0218 HEK293 cells for transfection were grown to 80% 
confluence in Dulbecco's modified Eagle's medium 
(DMEM) with 10% fetal bovine serum. Cotransfections 
were performed using Lipofect Amine (Gibco-BRL) with 3 
ug pMG125.3 DNA and 9 ug pcDNA3.1 DNA per 10x10 
cells. Three days posttransfection, cells were passaged into 
medium containing G418 at a concentration of 400 ug/ml. 
After three days growth in Selective medium, cells were 
sorted by their fluorescence. Clonal Selection of 125.3 cells 
by FACS: 
0219 Cell samples were analyzed on an EPICS Elite ESP 
flow cytometer (Coulter, Hialeah, Fla.) equipped with a 488 
nm excitation line Supplied by an air-cooled argon laser. 
EGFP emission was measured through a 525 nm band-pass 
filter and fluorescence intensity was displayed on a 4-decade 
log Scale after gating on viable cells as determined by 
forward and right angle light Scatter. Single green cells were 
Separated into each well of one 96 well plate containing 
growth medium without G418. After a four day recovery 
period, G418 was added to the medium to a final concen 
tration of 400 ug/ml. After selection, 32% of the wells 
contained expanding clones. Wells with clones were 
expanded from the 96 well plate to a 24 well plate and then 
a 6 well plate with the fastest growing colonies chosen for 
expansion at each passage. The final cell line Selected was 
the fastest growing of the final Six passaged. This clone, 
designated 125.3, has been maintained in G418 at 400 tug/ml 
with passage every four days into fresh medium. No loSS of 
A? production of EGFP fluorescence has been seen over 23 
passages. 

0220 AB EIA Analysis (Double Antibody Sandwich 
ELISA for hAB 1-40/42): 
0221) Cell culture Supernatants harvested 48 hours after 
transfection were analyzed in a Standard ABEIA as follows. 
Human AB 1-40 or 1-42 was measured using monoclonal 
antibody (mAb) 6E10 (Senetek, St. Louis, Mo.) and bioti 



US 2002/0037315 A1 

nylated rabbit antiserum 162 or 164 (New York State Insti 
tute for Basic Research, Staten Island, N.Y.) in a double 
antibody sandwich ELISA. The capture antibody 6E10 is 
Specific to an epitope present on the N-terminal amino acid 
residues 1-16 of hAB. The conjugated detecting antibodies 
162 and 164 are specific for ha? 1-40 and 1-42, respec 
tively. Briefly, a Nunc Maxisorp 96 well immunoplate was 
coated with 100 ul/well of mAb 6E10 (5ug/ml) diluted in 
0.1M carbonate-bicarbonate buffer, pH 9.6 and incubated at 
4 C. overnight. After washing the plate 3x with 0.01M 
DPBS (Modified Dulbecco's Phosphate Buffered Saline 
(0.008M sodium phosphate, 0.002M potassium phosphate, 
0.14M sodium chloride, 0.01 M potassium chloride, pH 7.4) 
from Pierce, Rockford, Ii) containing 0.05% of Tween-20 
(DPBST), the plate was blocked for 60 minutes with 200 ul 
of 10% normal sheep serum (Sigma) in 0.01M DPBS to 
avoid non-specific binding. Human AB 1-40 or 1-42 Stan 
dards 100 ul/well (Bachem, Torrance, Calif.) diluted, from a 
1 mg/ml stock solution in DMSO, in culture medium was 
added after washing the plate, as well as 100 ul/well of 
Sample, e.g., conditioned medium of transfected cells. 

0222. The plate was incubated for 2 hours at room 
temperature and 4°C. overnight. The next day, after washing 
the plate, 100 ul/well biotinylated rabbit antiserum 162 
1:400 or 1641:50 diluted in DPBST +0.5% BSA was added 
and incubated at room temperature for 1 hour, 15 minutes. 
Following washes, 100 ul/well neutravidin-horseradish per 
oxidase (Pierce, Rockford, Ill.) diluted 1:10,000 in DPBST 
was applied and incubated for 1 hour at room temperature. 
After the last washes 100 el?well of o-phenylmediamine 
dihydrochloride (Sigma Chemicals, St. Louis, Mo.) in 50 
mM citric acid/100 mM sodium phosphate buffer (Sigma 
Chemicals, St. Louis, Mo.), pH 5.0, was added as substrate 
and the color development was monitored at 450 nm in a 
kinetic microplate reader for 20 minutes using Soft max Pro 
Software. All Standards and Samples were run in triplicates. 
The samples with absorbance values falling within the 
Standard curve were extrapolated from the Standard curves 
using Soft max Pro Software and expressed in pg/ml culture 
medium. 

0223 Results: 

0224. Addition of two lysine residues to the carboxyl 
terminus of APP695 greatly increases AB processing in 
HEK293 cells as shown by transient expression (Table 1). 
Addition of the di-lysine motif to APP695 increases AB 
processing to that seen with the APP695 containing the 
Swedish mutation. Combining the di-lysine motif with the 
Swedish mutation further increases processing by an addi 
tional 2.8 fold. 

0225 Cotransformation of HEK293 cells with 
pMG125.3 and pcDNA3.1 allowed dual selection of trans 
formed cells for G418 resistance and high level expression 
of EGFP. After clonal selection by FACS, the cell line 
obtained, produces a remarkable 20,000 pg. A? peptide per 
ml of culture medium after growth for 36 hours in 24 well 
plates. Production of AB peptide under various growth 
conditions is Summarized in Table 2. 
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TABLE 1. 

Release of AB peptide into the 
culture medium 48 hours after transient transfection of HEK293 
cells with the indicated vectors containing wildtype or modified 
APP. Values tabulated are mean + SD and P-value for pairwise 
comparison using Student's t-test assuming unequal variances. 

APP Construct (pg/ml) Fold Increase P-value 

pIRES-EGFP vector 147 - 28 1.O 
wt APP695 (142.3) 194 + 15 1.3 O.O51 
wt APP695-KK (124.1) 424 + 34 2.8 3 x 10-5 
APP695-Sw (143.3) 457 - 65 3.1 2 x 10-3 
APP695-SwKK (125.3) 1308 + 98 8.9 3 x 10-4 

0226 

TABLE 2 

Release of A? peptide 
from HEK125.3 cells under Various growth Conditions. 

Type of Culture Volume of Duration of AB 1-40 AB 1-42 
Plate Medium Culture (pg/ml) (pg/ml) 

24 well plate 400 ul 36 hr 28,036 1,439 

EXAMPLE 7 

Antisense Oligomer Inhibition of Abeta Processing 
in HEK125.3 Cells 

0227. The sequences of Hu-Asp1 and Hu-Asp2 were 
provided to Sequitur, Inc (Natick, Mass.) for selection of 
targeted Sequences and design of 2nd generation chimeric 
antisense oligomers using prorietary technology (Sequitur 
Ver. D Pat pending #3002). Antisense oligomers Lotif S644, 
S645, S646 and S647 were targeted against Asp1. Antisense 
oligomers Loti S.648, S649, S650 and S651 were targeted 
against Asp2. Control antisense oligomers Loti S.652, S653, 
S655, and S674 were targeted against an irrelevant gene and 
antisense oligomers Lot #S656, S657, S658, and S659 were 
targeted against a Second irrelevant gene. 
0228. For transfection with the antisense oligomers, 
HEK125.3 cells were grown to about 50% confluence in 6 
well plates in Minimal Essential Medium (MEM) supple 
mented with 10% fetal calf serum. A stock Solution of 
oligofectin G (Sequitur Inc., Natick, Mass.) at 2 mg/ml was 
diluted to 50 tug/ml in serum free MEM. Separately, the 
antisense oligomer stock solution at 100 uM was diluted to 
800 nM in Opti-MEM (GIBCO-BRL, Grand Island, N.Y.). 
The diluted Stocks of oligofectin G and antisense oligomer 
were then mixed at a ratio of 1:1 and incubated at room 
temperature. After 15 minutes incubation, the reagent was 
diluted 10 fold into MEM containing 10% fetal calf serum 
and 2 ml was added to each well of the 6 well plate after first 
removing the old medium. After transfection, cells were 
grown in the continual presence of the oligofectin G/anti 
Sense oligomer. To monitor AB peptide release, 400 ul of 
conditioned medium was removed periodically from the 
culture well and replaced with fresh medium beginning 24 
hours after transfection. AP peptides in the conditioned 
medium were assayed via immunoprecipitation and Western 
blotting. Data reported are from culture Supernatants har 
vested 48 hours after transfection. 
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0229. The 16 different antisense oligomers obtained from 
Sequitur Inc. were transfected separately into HEK125.3 
cells to determine their affect on AB peptide processing. 
Only antisense oligomers targeted against Asp2 Significantly 
reduced Abeta processing by HEK125.3 cells. Both AB 
(1-40) and AB (1-42) were inhibited by the same degree. In 
Table 3, percent inhibition is calculated with respect to 
untransfected cells. AntiSense oligomer reagents giving 
greater than 50% inhibition are marked with an asterisk. For 
ASP2, 4 of 4 antisense oligomers gave greater than 50% 
inhibition with an average inhibition of 62% for AB 1-40 
processing and 60% for AP1-42 processing. 

TABLE 3 

Inhibition of AB peptide release from 
HEK125.3 cells treated with antisense oligomers. 

Gene Targeted Antisense Oligomer Abeta (1-40) Abeta (1-42) 

Asp2-1 S648 71%: 67%: 
Asp2-2 S649 83%* 76%: 
Asp2-3 S6SO 46%* 50%: 
Asp2-4 S651 47%* 46%* 
Con1-1 S652 13% 18% 
Con1-2 S653 35% 30% 
Con1-3 S655 9% 18% 
Con1-4 S674 29% 18% 
Con2-1 S656 12% 18% 
Con2-2 S657 16% 19% 
Con2-3 S658 8% 35% 
Con2-4 S659 3% 18% 

0230. Since HEK293 cells derive from kidney, the 
experiment was extended to human IMR-32 neuroblastoma 
cells which express all three APP isoforms and which release 
AB peptides into conditioned medium at measurable levels. 
See Neill et al., J. NeuroSci. Res., (1994) 39: 482-93; and 
Asami-Odaka et al., Biochem., (1995) 34:10272-8. Essen 
tially identical results were obtained in the neuroblastoma 
cells as the HEK293 cells. As shown in Table 3B, the pair 
of Asp2 antisense oligomers reduced Asp2 mRNA by 
roughly one-half, while the pair of reverse control oligomers 
lacked this effect (Table 3B). 

TABLE 3B 

Reduction of AB40 and AB42 in human neuroblastoma 
IMR-32 cells and mouse neuroblastoma Neuro-2A cells treated 

with Asp2 antisense and control oligomers as indicated. Oligomers 
were transfected in quadruplicate cultures. Values tabulated are 
normalized against cultures treated with oligofectin-GTM only 

mean + SD, p < 0.001 compared to reverse control Oligomer). 

Asp2 IMR-32 cells Neuro-2A cells 

mRNA AB40 AB42 AB40 AB42 

Asp2-1A -75% -49 + 2%** -42 + -70 + -67 + 
14% * * 7%. 88 2%* * 

Asp2-1R 0.16 -0 + 3% 21.26 -9 + 15% 1.05 
Asp2-2A -39% -43 + 3%** -44 + -61 + -61 + 

18% * * 12% * * 12%* * 
Asp2-2R O.47 12.2 19.22 6.15 -8 + 10% 

0231. Together with the reduction in Asp2 mRNA there 
was a concomitant reduction in the release of AB40 and 
AB42 peptides into the conditioned medium. Thus, Asp2 
functions directly or indirectly in a human kidney and a 
human neuroblastoma cell line to facilitate the processing of 
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APP into AB peptides. Molecular cloning of the mouse Asp2 
cDNA revealed a high degree of homology to human (>96% 
amino acid identity, see Example 3), and indeed, complete 
nucleotide identity at the Sites targeted by the Asp2-1A and 
Asp2-2A antisense oligomers. Similar results were obtained 
in mouse Neuro-2a cells engineered to express APP-Sw-KK. 
The Asp2 antisense oligomers reduced release of AB pep 
tides into the medium while the reverse control oligomers 
did not (Table 3B). Thus, the three antisense experiments 
with HEK293, INR-32 and Neuro-2a cells indicate that 
Asp2 acts directly or indirectly to facilitate AB processing in 
both Somatic and neural cell lines. 

EXAMPLE 8 

Demonstration of Hu-Asp2 P-Secretase Activity in 
Cultured Cells 

0232 Several mutations in APP associated with early 
onset Alzheimer's disease have been shown to alter AB 
peptide processing. These flank the - and C-terminal cleav 
age Sites that release AB from APP. These cleavage Sites are 
referred to as the B-Secretase and Y-Secretase cleavage Sites, 
respectively. Cleavage of APP at the B-Secretase Site creates 
a C-terminal fragment of APP containing 99 amino acids of 
11,145 daltons molecular weight. The Swedish KM->NL 
mutation immediately upstream of the B-Secretase cleavage 
Site causes a general increase in production of both the 1-40 
and 1-42 amino acid forms of AB peptide. The London VF 
mutation (V717-F in the APP770 isoform) has little effect on 
total A? peptide production, but appears to preferentially 
increase the percentage of the longer 1-42 amino acid form 
of AB peptide by affecting the choice of B-Secretase cleavage 
Site used during APP processing. Thus, we Sought to deter 
mine if these mutations altered the amount and type of AB 
peptide produced by cultured cells cotransfected with a 
construct directing expression of Hu-Asp2. 
0233. Two experiments were performed which demon 
Strate Hu-Asp2 B-Secretase activity in cultured cells. In the 
first experiment, treatment of HEK125.3 cells with antisense 
oligomers directed against Hu-Asp2 transcripts as described 
in Example 7 was found to decrease the amount of the 
C-terminal fragment of APP created by B-Secretase cleavage 
(CTF99) (FIG. 9). This shows that Hu-Asp2 acts directly or 
indirectly to facilitate B-Secretase cleavage. In the Second 
experiment, increased expression of Hu-Asp2 in transfected 
mouse Neuro2A cells is shown to increase accumulation of 
the CTF99 B-secretase cleavage fragment (FIG. 10). This 
increase is seen most easily when a mutant APP-KK clone 
containing a C-terminal di-lysine motif is used for transfec 
tion. A further increase is seen when Hu-Asp2 is cotrans 
fected with APP-Sw-KK containing the Swedish mutation 
KM->NL. The Swedish mutation is known to increase 
cleavage of APP by the B-secretase. 
0234. A second set of experiments demonstrate Hu-Asp2 
facilitates. Y-Secretase activity in cotransfection experiments 
with human embryonic kidney HEK293 cells. Cotransfec 
tion of Hu-Asp2 with an APP-KK clone greatly increases 
production and release of soluble AB1-40 and AB1-42 
peptides from HEK293 cells. There is a proportionately 
greater increase in the release of AB1-42. A further increase 
in production of A31-42 is seen when Hu-Asp2 is cotrans 
fected with APP-VF (SEQ ID No. 13 nucleotide and SEQ 
ID No. 14 amino acid) or APP-VF-KK SEQ ID No. 19 
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nucleotide and SEQ ID No. 20 amino acid) clones 
containing the London mutation V717->F. The V717->F 
mutation is known to alter cleavage specificity of the APP 
Y-Secretase Such that the preference for cleavage at the AP42 
Site is increased. Thus, Asp2 acts directly or indirectly to 
facilitate Y-Secretase processing of APP at the P42 cleavage 
Site. 

0235 Materials 
0236 Antibodies 6E10 and 4G8 were purchased from 
Senetek (St. Louis, Mo.). Antibody 369 was obtained from 
the laboratory of Paul Greengard at the Rockefeller Univer 
sity. Antibody C8 was obtained from the laboratory of 
Dennis Selkoe at the Harvard Medical School and Brigham 
and Women's Hospital. 
0237 APP Constructs Used 
0238. The APP constructs used for transfection experi 
ments comprised the following 

0239 APP: wild-type APP695 (SEQ ID No. 9 and 
No. 10) 

0240 APP-Sw: APP695 containing the Swedish 
KM->NL mutation (SEQ ID No. 11 and No. 12, 
wherein the lysine (K) at residue 595 of APP695 is 
changed to asparagine (N) and the methionine (M) at 
residue 596 of APP695 is changed to leucine (L).), 

0241. APP-VF: APP695 containing the London 
V->F mutation (SEQ ID Nos. 13 & 14) (Affected 
residue 717 of the-APP770 isoform corresponds 
with residue 642 of the APP695 isoform. Thus, 
APP-VF as set in SEQ ID NO: 14 comprises the 
APP695 sequence, wherein the valine (V) at residue 
642 is changed to phenylalanine (F).) 

0242 APP-KK. APP695 containing a C-terminal 
KK motif (SEQ ID Nos. 15 & 16), 

0243 APP-Sw-KK. APP695-Sw containing a C-ter 
minal KK motif (SEQ ID No. 17 & 18), 

0244 APP-VF-KK. APP695-VF containing a C-ter 
minal KK motif (SEQ ID Nos. 19 & 20). 

0245. These were inserted into the vector plRES-EGFP 
(Clontech, Palo Alto Calif.) between the Not1 and BstX1 
Sites using appropriate linker Sequences introduced by PCR. 
0246 Transfection of Antisense Oligomers or Plasmid 
DNA Constructs in HEK293 Cells, HEK125.3 Cells and 
Neuro-2A Cells, 
0247 Human embryonic kidney HEK293 cells and 
mouse Neuro-2a cells were transfected with expression 
constructs using the Lipofectamine Plus reagent from Gibco/ 
BRL. Cells were seeded in 24 well tissue culture plates to a 
density of 70-80% confluence. Four wells per plate were 
transfected with 2 ug DNA (3:1, APP:cotransfectant), 8 ul 
Plus reagent, and 4 ul Lipofectamine in OptiMEM. Opti 
MEM was added to a total volume of 1 ml, distributed 200 
all per well and incubated 3 hours. Care was taken to hold 
constant the ratioS of the two plasmids used for cotransfec 
tion as well as the total amount of DNA used in the 
transfection. The transfection media was replaced with 
DMEM, 10%FBS, NaPyruvate, with antibiotic/antimycotic 
and the cells were incubated under normal conditions (37 
C., 5% CO) for 48 hours. The conditioned media were 

22 
Mar. 28, 2002 

removed to polypropylene tubes and stored at -80 C. until 
assayed for the content of AB1-40 and AB1-42 by EIA as 
described in the preceding examples. Transfection of anti 
sense oligomers into HEK125.3 cells was as described in 
Example 7. 

0248 Preparation of Cell Extracts, Western Blot Protocol 
0249 Cells were harvested after being transfected with 
plasmid DNA for about 60 hours. First, cells were trans 
ferred to 15-ml conical tube from the plate and centrifuged 
at 1,500 rpm for 5 minutes to remove the medium. The cell 
pellets were washed once with PBS. We then lysed the cells 
with lysis buffer (10 mM HEPES, pH 7.9, 150 mM NaCl, 
10% glycerol, 1 mM EGTA, 1 mM EDTA, 0.1 mM sodium 
vanadate and 1% NP-40). The lysed cell mixtures were 
centrifuged at 5000 rpm and the Supernatant was Stored at 
-20 C. as the cell extracts. Equal amounts of extracts from 
HEK125.3 cells transfected with the Asp2 antisense oligo 
mers and controls were precipitated with antibody 369 that 
recognizes the C-terminus of APP and then CTF99 was 
detected in the immunoprecipitate with antibody 6E10. The 
experiment was repeated using C8, a Second precipitating 
antibody that also recognizes the C-terminus of APP. For 
Western blot of extracts from mouse Neuro-2a cells cotrans 
fected with Hu-Asp2 and APP-KK, APP-Sw-KK, APP-VF 
KK or APP-VF, equal amounts of cell extracts were elec 
trophoresed through 4-10% or 10-20% Tricine gradient gels 
(NOVEX, San Diego, Calif.). Full length APP and the 
CTF99 B-secretase product were detected with antibody 6E 
10. 

0250 Results 
0251 Transfection of HEK125.3 cells with Asp2-1 or 
Asp2-2 antisense oligomers reduces production of the CTF 
B-Secretase product in comparison to cells Similarly trans 
fected with control oligomers having the reverse Sequence 
(Asp2-1 reverse & Asp2-2 reverse), see FIG. 9. Correspond 
ingly, cotransfection of Hu-Asp2 into mouse Neuro-2a cells 
with the APP-KK construct increased the formation of 
CTF99. (See FIG. 10.) This was further increased if Hu 
Asp2 was coexpressed with APP-Sw-KK, a mutant form of 
APP containing the Swedish KM->NL mutation that 
increases ?-Secretase processing. 
0252) Effects of Asp2 on the production of Ab peptides 
from endogenously expressed APP isoforms were assessed 
in HEK293 cells transfected with a construct expressing 
Asp2 or with the empty vector after Selection of transfor 
mants with the antibiotic G418. A?40 production was 
increased in cells transformed with the Asp2 construct in 
comparison to those transformed with the empty vector 
DNA. AP40 levels in conditioned medium collected from 
the Asp2 transformed and control cultures was 424t45 pg 
/ml and 113+58 pg/ml, respectively (p<0.001). Af42 release 
was below the limit of detection by the EIA, while the 
release of SAPPC. was unaffected, 112+8 ng/ml versus 
11140 ng/ml. This further indicates that Asp2 acts directly 
or indirectly to facilitate the processing and release of AB 
from endogenously expressed APP. 

0253) Co-transfection of Hu-Asp2 with APP has little 
effect on AP40 production but increases AO42 production 
above background (Table 4). Addition of the di-lysine motif 
to the C-terminus of APP increases AB peptide processing 
about two fold, although AB40 and AB42 production remain 
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quite low (352 pg/ml and 21 pg/ml, respectively). Cotrans 
fection of Asp2 with APP-KK further increases both Af40 
and AB42 production. 

0254 The APP V717->F mutation has been shown to 
increase Y-Secretase processing at the A342 cleavage site. 
Cotransfection of Hu-Asp2 with the APP-VF or APP-VF 
KK constructs increased A?42 production (a two fold 
increase with APP-VF and a four-fold increase with APP 
VF-KK, Table 4), but had mixed effects on AB40 production 
(a slight decrease with APP-VF, and a two fold increase with 
APP-VF-KK in comparison to the pcDNA cotransfection 
control. Thus, the effect of Asp2 on AB42 production was 
proportionately greater leading to an increase in the ratio of 
AP42/total Ab. Indeed, the ratio of AP42/total A? reaches a 
very high value of 42% in HEK293 cells cotransfected with 
Hu-Asp2 and APP-VF-KK. 

TABLE 4 

Results of cotransfecting Hu-Asp2 or pcDNA plasmid DNA with 
various APP constructs containing the V717-F mutation that modifies Y 
secretase processing. Cotransfection with Asp2 consistently increases 
the ratio of A?42/total Af. Values tabulated are A? peptide pg/ml. 

pcDNA Asp2 
Cotransfection Cotransfection 

AB42/ AB42/ 
AB40 AB42 Total AB40 AB42 Total 

APP 192 18 <4 <2%. 188: 40 8 - 10 3.9% 
APP- 118 15 15 - 19 11.5% 85 - 7 24 + 12 22.4% 
VF 
APP- 352 - 24 21 6 5.5% 1062 - 226 - 49 17.5% 
KK 101 
APP- 23O 31 88 - 24 27.7%. 491 35 35536 42% 
VF 
KK 

EXAMPLE 9 

Bacterial Expression of Human Asp2(a) 
0255 Expression of Recombinant Hu-Asp2(a) in E. coli. 
0256 Hu-Asp2(a) can be expressed in E. coli after addi 
tion of N-terminal sequences such as a T7 tag (SEQ ID No. 
21 and No. 22) or a T7 tag followed by a caspase 8 leader 
sequence (SEQ ID No. 23 and No. 24). Alternatively, 
reduction of the GC content of the 5' sequence by site 
directed mutagenesis can be used to increase the yield of 
Hu-Asp2 (SEQ ID No. 25 and No. 26). In addition, Asp2(a) 
can be engineered with a proteolytic cleavage site (SEQ ID 
No. 27 and No. 28). To produce a soluble protein after 
expression and refolding, deletion of the transmembrane 
domain and cytoplasmic tail, or deletion of the membrane 
proximal region, transmembrane domain, and cytoplasmic 
tail is preferred. Any materials (vectors, host cells, etc.) and 
methods described herein to express Hu-Asp2(a) should in 
principle be equally effective for expression of Hu-Asp2(b). 

0257 Methods 
0258 PCR with primers containing appropriate linker 
Sequences was used to assemble fusions of Asp2(a) coding 
Sequence with N-terminal Sequence modifications including 
a T7 tag (SEQ ID Nos. 21 and 22) or a T7-caspase 8 leader 
(SEQ ID Nos. 23 and 24). These constructs were cloned into 
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the expression vector pet23a(+) Novagen in which a T7 
promoter directs expression of a T7 tag preceding a 
Sequence of multiple cloning sites. To clone Hu-Asp2 
sequences behind the T7 leader of pet23a+, the following 
oligonucleotides were used for amplification of the Selected 
Hu-Asp2(a) sequence: #553=GTGGATCCACCCAG 
CACGGCATCCGGCTG (SEQ ID No. 35), #554= 
GAAAGCTTTCATGACTCATCTGTCTGTGGAATGTTG 

(SEQ ID No. 36) which placed BamHI and HindIII sites 
flanking the 5' and 3' ends of the insert, respectively. The 
Asp2(a) sequence was amplified from the full length 
Asp2(a) clDNA cloned into pcDNA3.1 using the Advantage 
GC cDNA PCR Clontech following the manufacturer's 
Supplied protocol using annealing & extension at 68 C. in 
a two-step PCR cycle for 25 cycles. The insert and vector 
were cut with BamHI and HindIII, purified by electrophore 
sis through an agarose gel, then ligated using the Rapid DNA 
Ligation kit Boerhinger Mannheim. The ligation reaction 
was used to transform the E. coli strain JM109 (Promega) 
and colonies were picked for the purification of plasmid 
(Qiagen, Qiaprep minispin) and DNA sequence analysis. For 
inducible expression using induction with isopropyl b-D- 
thiogalactopyranoside (IPTG), the expression vector was 
transferred into E. coli strain BL21 (Statagene). Bacterial 
cultures were grown in LB broth in the presence of ampi 
cillin at 100 ug/ml, and induced in log phase growth at an 
OD600 of 0.6-1.0 with 1 mM IPTG for 4 hour at 37° C. The 
cell pellet was harvested by centrifugation. 

0259. To clone Hu-Asp2 sequences behind the T7 tag and 
caspase leader (SEQ ID Nos. 23 and 24), the construct 
created above containing the T7-Hu-Asp2 sequence (SEQ 
ID Nos. 21 and 22) was opened at the BamHI site, and then 
the phosphorylated caspase 8 leader oligonucleotides #559= 
GATCGATGACTATCTCTGACTCTC 
CGCGTGAACAGGACG (SEQ ID No. 37), #560=GATC 
CGTCCTGTTCACGCGGAGAGTCAGAGATAGTCATC 
(SEQ ID No. 38) were annealed and ligated to the vector 
DNA. The 5' overhang for each set of oligonucleotides was 
designed such that it allowed ligation into the BamHI site 
but not subsequent digestion with BamHI. The ligation 
reaction was transformed into JM109 as above for analysis 
of protein expression after transfer to E. coli strain BL21. 

0260. In order to reduce the GC content of the 5' terminus 
of asp2(a), a pair of antiparallel oligos were designed to 
change degenerate codon bases in 15 amino acid positions 
from G/C to A/T (SEQ ID Nos. 25 and 26). The new 
nucleotide Sequence at the 5' end of asp2 did not change the 
encoded amino acid and was chosen to optimize E. Coli 
expression. The Sequence of the Sense linker is 5' 
CGGCATCCGGCTGCCCCTGCGTAGCG 
GTCTGGGTGGTGCTCCACTGGGTCT GCGTCTGC 

CCCGGGAGACCGACGAA G 3' (SEQ ID No. 39). The 
sequence of the antisense linker is: 5' CTTCGTCGGTCTC 
CCGGGGCAGACGCAGACCCAGTGGAG 
CACCACCCAGA CCGCTACGCAGGGGCAGCCGGAT 
GCCG 3' (SEQ ID No. 40). After annealing the 
phosphorylated linkers together in 0.1M NaCl-10 mM Tris, 
pH 7.4 they were ligated into unique Cla I and Sma I sites 
in Hu-Asp2 in the vector pTAC. For inducible expression 
using induction with isopropyl b-D-thiogalactopyranoside 
(IPTG), bacterial cultures were grown in LB broth in the 
presence of amplicillin at 100 ug/ml, and induced in log 
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phase growth at an OD600 of 0.6-1.0 with 1 mM IPTG for 
4 hour at 37 C. The cell pellet was harvested by centrifu 
gation. 

0261) To create a vector in which the leader sequences 
can be removed by limited proteolysis with caspase 8 Such 
that this liberates a Hu-Asp2 polypeptide beginning with the 
N-terminal sequence GSFV (SEQ ID Nos. 27 and 28), the 
following procedure was followed. Two phosphorylated 
oligonucleotides containing the caspase 8 cleavage Site 
IETD, #571=5' GATCGATGACTATCTCTGACTCTC 
CGCTGGACTCTGGTATCGAAACCGACG (SEQ ID No. 
41) and #572=GATCCGTCGGTTTCGATACCAGAGTC 
CAGCGGAGAGTCAGAGATAGTCAT C (SEQ ID No. 
42) were annealed and ligated into pET23a+ that had been 
opened with BamHI. After transformation into JM109, the 
purified vector DNA was recovered and orientation of the 
insert was confirmed by DNA sequence analysis. 

0262 The following oligonucleotides were used for 
amplification of the selected Hu-Asp2(a) sequence: #573= 
5'AAGGATCCTTTGTGGAGATGGTGGACAACCTG, 
(SEQ ID No. 43) #554=GAAAGCTTTCATGACTCATCT 
GTCTGTGGAATGTTG (SEQ ID No. 44) which placed 
BamHI and HindIII sites flanking the 5' and 3' ends of the 
insert, respectively. The Hu-Asp2(a) sequence was amplified 
from the full length Hu-Asp2(a) clDNA cloned into 
pcDNA3.1 using the Advantage-GC cDNA PCR Clontech 
following the manufacturer's Supplied protocol using 
annealing & extension at 68 C. in a two-step PCR cycle for 
25 cycles. The insert and vector were cut with BamHI and 
HindIII, purified by electrophoresis through an agarose gel, 
then ligated using the Rapid DNA Ligation kit Boerhinger 
Mannheim. The ligation reaction was used to transform the 
E. coli strain JM109 Promega and colonies were picked for 
the purification of plasmid (Qiagen, Qiaprep minispin) and 
DNA sequence analysis . For inducible expression using 
induction with isopropyl b-D-thiogalactopyranoside (IPTG), 
the expression vector was transferred into E. coli Strain 
BL21 (Statagene). Bacterial cultures were grown in LB 
broth in the presence of amplicillin at 100 ug/ml, and induced 
in log phase growth at an OD600 of 0.6-1.0 with 1 mM IPTG 
for 4 hour at 37 C. The cell pellet was harvested by 
centrifugation. 

0263. To assist purification, a 6-His tag can be introduced 
into any of the above constructs following the T7 leader by 
opening the construct at the BamHI Site and then ligating in 
the annealed, phosphorylated oligonucleotides containing 
the six histidine sequence #565=GATCGCATCATCAC 
CATCACCATG (SEQ ID No. 45), #566=GATCCATGGT 
GATGGTGATGATGC (SEQ ID No. 46). The 5' overhang 
for each Set of oligonucleotides was designed Such that it 
allowed ligation into the BamHI site but not subsequent 
digestion with BamHI. 

0264) Preparation of Bacterial Pellet: 

0265 36.34 g of bacterial pellet representing 10.8 L of 
growth was dispersed into a total volume of 200 ml using a 
20 mm tissue homogenizer probe at 3000 to 5000 rpm in 2M 
KC1, 0.1 M Tris, 0.05M EDTA, 1 mM DTT. The conduc 
tivity adjusted to about 193 mMhos with water. After the 
pellet was dispersed, an additional amount of the KCl 
solution was added, bringing the total volume to 500 ml. 
This Suspension was homogenized further for about 3 min 
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utes at 5000 rpm using the same probe. The mixture was 
then passed through a Rannie high-pressure homogenizer at 
10,000psi. 

0266. In all cases, the pellet material was carried forward, 
while the soluble fraction was discarded. The resultant 
solution was centrifuged in a GSA rotor for 1 hour at 12,500 
rpm. The pellet was reSuspended in the same Solution 
(without the DTT) using the same tissue homogenizer probe 
at 2,000 rpm. After homogenizing for 5 minutes at 3000 
rpm, the volume was adjusted to 500ml with the same 
solution, and spun for 1 hour at 12,500 rpm. The pellet was 
then resuspended as before, but this time the final volume 
was adjusted to 1.5 L with the same Solution prior to 
homogenizing for 5 minutes. After centrifuging at the same 
Speed for 30 minutes, this procedure was repeated. The 
pellet was then resuspended into about 150ml of cold water, 
pooling the pellets from the Six centrifuge tubes used in the 
GSA rotor. The pellet has homogenized for 5 minutes at 
3,000 rpm, volume adjusted to 250ml with cold water, then 
spun for 30 minutes. Weight of the resultant pellet was 17.75 
9. 

0267 Summary: Lysis of bacterial pellet in KCl solution, 
followed by centrifugation in a GSA rotor was used to 
initially prepare the pellet. The same Solution was then used 
an additional three times for resuspension/homogenization. 
A final water wash/homogenization was then performed to 
remove excess KCl and EDTA. 

0268 Solublization of Recombinant Hu-Asp2(a): 
0269. A ratio of 9-10 ml/gram of pellet was utilized for 
solubilizing the rHuAsp2L from the pellet previously 
described. 17.75 g of pellet was thawed, and 150 ml of 8M 
guanidine HCl, 5M BME, 0.1% DEA, was added. 3M Tris 
was used to titrate the pH to 8.6. The pellet was initially 
resuspended into the guanidine Solution using a 20 mm 
tissue homogenizer probe at 1000 rpm. The mixture was 
then stirred at 4 C. for 1 hour prior to centrifugation at 
12,500 rpm for 1 hour in GSA rotor. The resultant Superna 
tant was then centrifuged for 30 minutes at 40,000xg in an 
SS-34 rotor. The final Supernatant was then stored at -20° 
C., except for 50 ml. 
0270 Immobilized Nickel Affinity Chromatography of 
Solubilized Recombinant Hu-Asp2(a): 
0271 The following solutions were utilized: 

0272 A) 6M Guanidine HCl, 0.1M NaP. pH 8.0, 
0.01M Tris, 5 mM, ME, 0.5 mM Imidazole 

0273 A) 6M Urea, 20 mM NaP. pH 6.80, 50 mM 
NaCl 

0274 B) 6M Urea, 20 mM NaP, pH 6.20, 50 mM 
NaCl, 12 mM Imidazole 

0275] C) 6M Urea, 20 mM NaP, pH 6.80, 50 mM 
NaCl, 300 mM Imidazole 

0276 Note: Buffers A and C were mixed at the appro 
priate ratioS to give intermediate concentrations of Imida 
Zole. 

0277. The 50ml of solubilized material was combined 
with 50 ml of buffer Aprior to adding to 100-125ml Qiagen 
Ni-NTA SuperFlow (pre-equilibrated with buffer A) in a 
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5x10 cm Bio-Rad econo column. This was shaken gently 
overnight at 4 C. in the cold room. 

romatography Steps: O278 Ch hV S 

0279) Drained the resultant flow through. 
0280 Washed with 50 ml buffer A (collecting into flow 
through fraction) 

0281 Washed with 250 ml buffer A (wash 1) 
0282) Washed with 250 ml buffer A (wash 2) 
0283 Washed with 250 ml buffer A 
0284 Washed with 250 ml buffer B' 
0285) Washed with 250 ml buffer A 
0286 Eluted with 250 ml 75 mM Imidazole 
0287 Eluted with 250 ml 150 mM Imidazole (150-1) 
0288 Eluted with 250 ml 150 mM Imidazole (150–2) 
0289 Eluted with 250 ml 300 mM Imidazole (300-1) 
0290 Eluted with 250 ml 300 mM Imidazole (300-2) 
0291 Eluted with 250 ml 300 mM Imidazole (300-3) 

0292 Chromatography Results: 
0293) The Hu-Asp(a) eluted at 75 mM Imidazole through 
300 mM Imidazole. The 75 mM fraction, as well as the first 
150 mM Imidazole (150-1) fraction contained contaminat 
ing proteins as visualized on Coomassie Blue Stained gels. 
Therefore, fractions 150-2 and 300-1 will be utilized for 
refolding experiments since they contained the greatest 
amount of protein as Visualized on a Coomassie Blue Stained 
gel. 
0294 Refolding 
Hu-Asp2(a): 
0295 Experiment 1: 
0296 Forty ml of 150-2 was spiked with 1M DTT, 3M 
Tris, pH 7.4 and DEA to a final concentration of 6 mM, 50 
mM, and 0.1% respectively. This was diluted Suddenly 
(while stirring) with 200ml of (4° C) cold 20 mM NaP, pH 
6.8, 150 mM NaCl. This dilution gave a final Urea concen 
tration of 1M. This solution remained clear, even if allowed 
to set open to the air at room temperature (RT) or at 4 C. 
. After setting open to the air for 4-5 hours at 4 C., this 
solution was then dialyzed overnight against 20 mM NaP, 
pH 7.4, 150 mM NaCl, 20% glycerol. This method effec 
tively removes the urea in the Solution without precipitation 
of the protein. 
0297 Experiment 2: 
0298. Some of the 150-2 eluate was concentrated 2x on 
an Amicon Centriprep, 10,000 MWCO, then treated as in 
Experiment 1. This material also stayed in Solution, with no 
Visible precipitation. 
0299| Experiment 3: 
0300 89 ml of the 150-2 eluate was spiked with 1M DTT, 
3M Tris, pH 7.4 and DEA to a final concentration of 6 mM, 
50 mM, and 0.1% respectively. This was diluted Suddenly 
(while stirring) with 445 ml of (4° C) cold 20 mM NaP, pH 
6.8, 150 mM NaCl. This solution appeared clear, with no 
apparent precipitation. The Solution was removed to RT and 

Experiments of Recombinant 
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stirred for 10 minutes prior to adding MEA to a final 
concentration of 0.1 mM. This was stirred slowly at RT for 
1 hour. Cystamine and CuSO were then added to final 
concentrations of 1 mM and 10 uM respectively. The 
solution was stirred slowly at RT for 10 minutes prior to 
being moved to the 4 C. cold room and shaken slowly 
overnight, open to the air. 
0301 The following day, the solution (still clear, with no 
apparent precipitation) was centrifuged at 100,000xg for 1 
hour. Supernatants from multiple runs were pooled, and the 
bulk of the stabilized protein was dialyzed against 20 mM 
NaP, pH 7.4, 150 mM NaCl, 20% glycerol. After dialysis, 
the material was stored at -20° C. 

0302 Some (about 10 ml) of the protein solution (still in 
1M Urea) was saved back for biochemical analyses, and 
frozen at -20° C. for storage. 

EXAMPLE 10 

Expression of Hu-Asp2 and Derivatives in Insect 
Cells 

0303) Any materials (vectors, host cells, etc.) and meth 
ods that are useful to express Hu-Asp2(a) should in principle 
be equally effective for expression of Hu-Asp2(b). 
0304 Expression by Baculovirus Infection. 
0305 The coding sequence of Hu-Asp2(a) and 
Hu-ASp2(b) and several derivatives were engineered for 
expression in insect cells using the PCR. For the full-length 
Sequence, a 5'-Sense oligonucleotide primer that modified 
the translation initiation site to fit the Kozak consensus 
Sequence was paired with a 3'-antisense primer that contains 
the natural translation termination codon in the Hu-Asp2 
sequence. PCR amplification of the pcDNA3.1(hygro)/Hu 
Asp2(a) template was used to prepare two derivatives of 
Hu-Asp2(a) or Hu-Asp(b) that delete the C-terminal trans 
membrane domain (SEQ ID Nos. 29-30 and 50-51, respec 
tively) or delete the transmembrane domain and introduce a 
hexa-histidine tag at the C-terminus (SEQ ID Nos. 31-32 
and 52-53) respectively, were also engineered using PCR. 
The same 5'-Sense oligonucleotide primer described above 
was paired with either a 3'-antisense primer that (1) intro 
duced a translation termination codon after codon 453 (SEQ 
ID No. 3) or (2) incorporated a hexa-histidine tag followed 
by a translation termination codon in the PCR using 
pcDNA3.1 (hygro)/Hu-Asp-2(a) as the template. In all 
cases, the PCR reactions were performed amplified for 15 
cycles using PwoI DNA polymerase (Boehringer-Man 
nheim) as outlined by the Supplier. The reaction products 
were digested to completion with BamHI and Not and 
ligated to BamHI and Not digested baculovirus transfer 
vector pVL1393 (Invitrogen). A portion of the ligations was 
used to transform competent E. coli DH5 cells followed by 
antibiotic selection on LB-Amp. Plasmid DNA was prepared 
by standard alkaline lysis and banding in CsCl to yield the 
baculovirus transfer vectors pVL1393/Asp2(a), pVL1393/ 
Asp2(a)ATM and pVLI393/Asp2(a)ATM(His). Creation of 
recombinant baculoviruses and infection of Sf9 insect cells 
was performed using Standard methods. Expression by 
transfection Transient and Stable expression of 
Hu-Asp2(a)ATM and Hu-Asp2(a)ATM(His) in High 5 
insect cells was performed using the insect expression vector 
pIZNV5-His. The DNA inserts from the expression plas 
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mids vectors pVL1393/Asp2(a), pVL1393/Asp2(a)ATM 
and pVL1393/Asp2(a)ATM(His) were excised by double 
digestion with BamHI and Not and subcloned into BamHI 
and Not digested pZ/V5-His using standard methods. The 
resulting expression plasmids, referred to as plZ/Hu 
Asp2ATM and pIZ/Hu-Asp2ATM(His), were prepared as 
described above. 

0306 For transfection, High 5 insect cells were cultured 
in High Five serum free medium supplemented with 10 
Aug/ml gentamycin at 27 C. in Sealed flaskS. Transfections 
were performed using High five cells, High five Serum free 
media Supplemented with 10 ug/ml gentamycin, and Insect 
inPlus liposomes (Invitrogen, Carlsbad, Calif.) using stan 
dard methods. 

0307 For large scale transient transfections, 1.2x107 high 
five cells were plated in a 150 mm tissue culture dish and 
allowed to attach at room temperature for 15-30 minutes. 
During the attachment time the DNA/liposome mixture was 
prepared by mixing 6 ml of Serum free media, 60 lug 
Hu-Asp2(a)ATM?pIZ (+/- His) DNA and 120 ul of Insectin 
Plus and incubating at room temperature for 15 minutes. The 
plating media was removed from the dish of cells and 
replaced with the DNA/liposome mixture for 4 hours at 
room temperature with constant rocking at 2 rpm. An 
additional 6 ml of media was added to the dish prior to 
incubation for 4 days at 27 C. in a humid incubator. Four 
days post transfection the media was harvested, clarified by 
centrifugation at 500xg, assayed for Hu-Asp2(a) expression 
by Western blotting. For stable expression, the cells were 
treated with 50 lug/ml Zeocin and the Surviving pool used to 
prepared clonal cells by limiting dilution followed by analy 
sis of the expression level as noted above. 

0308) Purification of 
Hu-Asp2(a)ATM(His) 

Hu-Asp2(a)ATM and 

0309 Removal of the transmembrane segment from 
Hu-Asp2(a) resulted in the Secretion of the polypeptide into 
the culture medium. Following protein production by either 
baculovirus infection or transfection, the conditioned 
medium was harvested, clarified by centrifugation, and 
dialyzed against Tris-HCl (pH 8.0). This material was then 
purified by Successive chromatography by anion eXchange 
(Tris-HCl, pH 8.0) followed by cation exchange chroma 
tography (Acetate buffer at pH 4.5) using NaCl gradients. 
The elution profile was monitored by (1) Western blot 
analysis and (2) by activity assay using the peptide Substrate 
described in Example 12. For the Hu-Asp2(a)ATM(His), 
the conditioned medium was dialyzed against Tris buffer 
(pH 8.0) and purified by Sequential chromatography on 
IMAC resin followed by anion exchange chromatography. 

0310 Amino-terminal sequence analysis of the purified 
Hu-Asp2(a)ATM(His), protein revealed that the signal pep 
tide had been cleaved TOHGIRLPLR, corresponding to 
SEQ ID NO:32, residues 22-3). 

EXAMPLE 11 

Expression of Hu-Asp2(a) and Hu-Asp(b) in CHO 
Cells 

0311. The materials (vectors, host cells, etc.) and meth 
ods described herein for expression of Hu-Asp2(a) are 
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intended to be equally applicable for expression of 
Hu-Asp2(b). 

0312 Heterologous Expression of Hu-Asp-2(a) in CHO 
K1 Cells 

0313 The entire coding sequence of Hu-Asp2(a) was 
cloned into the mammalian expression vector pcDNA3.1(+ 
)Hygro (Invitrogen, Carlsbad, Calif.) which contains the 
CMV immediate early promoter and bGH polyadenylation 
Signal to drive over expression. The expression plasmid, 
pcDNA3.1(+)Hygro/Hu-Asp2(a), was prepared by alkaline 
lysis and banding in CsCl and completely Sequenced on both 
Strands to verify the integrity of the coding Sequence. 

0314 Wild-type Chinese hamster ovary cells (CHO-K1) 
were obtained from the ATCC. The cells were maintained in 
monolayer cultures in A-MEM containing 10% FCS at 37 
C. in 5% CO. Two 100 mm dishes of CHO-K1 cells (60% 
confluent) were transfected with pcDNA3.1 (+)/Hygro alone 
(mock) or pcDNA3.1(+)Hygro/Hu-Asp2(a) or pcDNA3.1(+ 
)Hygro/Hu-Asp2(b) using the cationic liposome DOTAP as 
recommended by the Supplier (Roche, Indianapolis, Ind.). 
The cells were treated with the plasmid DNA/liposome 
mixtures for 15 hours and then the medium replaced with 
growth medium containing 500 Units/ml hygromycin B. In 
the case of pcDNA3.1(+)Hygro/Hu-Asp2(a) or (b) trans 
fected CHO-K1 cells, individual hygromycin B-resistant 
cells were cloned by limiting dilution. Following clonal 
expansion of the individual cell lines, expression of 
Hu-Asp2(a) or Hu-Asp2(b) protein was assessed by Western 
blot analysis using a polyclonal rabbit antiserum raised 
against recombinant Hu-Asp2 prepared by expression in E. 
coli. Near confluent dishes of each cell line were harvested 
by scraping into PBS and the cells recovered by centrifu 
gation. The cell pellets were resuspended in cold lysis buffer 
(25 mM Tris-HCl (pH 8.0)/5 mM EDTA) containing pro 
tease inhibitors and the cells lysed by Sonication. The 
Soluble and membrane fractions were Separated by centrifu 
gation (105,000xg, 60 min) and normalized amounts of 
protein from each fraction were then separated by SDS 
PAGE. Following electrotransfer of the separated polypep 
tides to PVDF membranes, Hu-Asp-2(a) or Hu-Asp2(b) 
protein was detected using rabbit anti-Hu-Asp2 antiserum 
(1/1000 dilution) and the antibody-antigen complexes were 
Visualized using alkaline phosphatase conjugated goat anti 
rabbit antibodies (1/2500). A specific immunoreactive pro 
tein with an apparent Mr value of 65 kDa was detected in 
pcDNA3.1(+)Hygro/Hu-Asp2 transfected cells and not 
mock-transfected cells. Also, the Hu-Asp2 polypeptide was 
only detected in the membrane fraction, consistent with the 
presence of a signal peptide and Single transmembrane 
domain in the predicted Sequence. Based on this analysis, 
clone #5 had the highest expression level of Hu-Asp2(a) 
protein and this production cell lines was Scaled up to 
provide material for purification. Purification of recombi 
nant Hu-Asp-2(a) from CHO-K1/Hu-Asp2 clone #5 In a 
typical purification, clone #5 cell pellets derived from 20 
150 mm dishes of confluent cells, were used as the Starting 
material. The cell pellets were resuspended in 50 ml cold 
lysis buffer as described above. The cells were lysed by 
polytron homogenization (2x20 Sec) and the lysate centri 
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fuged at 338,000xg for 20 minutes. The membrane pellet 
was then resuspended in 20 ml of cold lysis buffer contain 
ing 50 mM O-octylglucoside followed by rocking at 4 C. 
for 1 hour. The detergent extract was clarified by centrifu 
gation at 338,000xg for 20 minutes and the Supernatant 
taken for further analysis. 

0315. The P-octylglucoside extract was applied to a 
Mono Q anion exchange column that was previously equili 
brated with 25 mM Tris-HCl (pH 8.0)/50 mM f-octylglu 
coside. Following Sample application, the column was 
eluted with a linear gradient of increasing NaCl concentra 
tion (0-1.0 M over 30 minutes) and individual fractions 
assayed by Western blot analysis and for B-Secretase activity 
(see below). Fractions containing both Hu-Asp-2(a) immu 
noreactivity and B-Secretase activity were pooled and dia 
lyzed against 25 mM NaOAc (pH 4.5)/50 mM B-octylglu 
coside. Following dialysis, precipitated material was 
removed by centrifugation and the Soluble material chro 
matographed on a MonoS cation exchange column that was 
previously equilibrated in 25 mM NaOAc (pH 4.5)/50 mM 
P-Octylglucoside. The column was eluted using a linear 
gradient of increasing NaCl concentration (0-1.0 M over 30 
minutes) and individual fractions assayed by Western blot 
analysis and for B-Secretase activity. Fractions containing 
both Hu-Asp2 immunoreactivity and B-Secretase activity 
were combined and determined to be >95% pure by SDS 
PAGE/Coomassie Blue staining. 

0316 The same methods were used to express and purify 
Hu-Asp2(b). 

EXAMPLE 12 

ASSay of Hu-Asp2 B-Secretase Activity Using 
Peptide Substrates 

0317 B-Secretase Assay 

0318 Recombinant human Asp2(a) prepared in CHO 
cells and purified as described in Example 11 was used to 
assay Asp2(a) proteolytic activity directly. Activity assays 
for Asp2(a) were performed using Synthetic peptide Sub 
Strates containing either the wild-type APP B-Secretase site 
(SEVKMDAEFR, SEQ ID NO: 64), the Swedish 
KM->NL mutation (SEVNLDAEFR, SEQ ID NO: 63), or 
the AP40 and 42 Y-secretase sites (RRGGVV->A-> 
TVIVGER; SEQ ID NO: 65). Reactions were performed in 
50 mM 2-N-morpholino)ethane-sulfonate (“Na-MES,” pH 
5.5) containing 1% P-octylglucoside, 70 mM peptide Sub 
Strate, and recombinant Asp2(a) (1-5 ug protein) for various 
times at 37 C. The reaction products were quantified by 
RP-HPLC using a linear gradient from 0-70 B over 30 
minutes (A=0.1% TFA in water, B=0.1%TFA/10% water/ 
90% AcCN). The elution profile was monitored by absor 
bance at 214 nm. In preliminary experiments, the two 
product peaks which eluted before the intact peptide Sub 
strate, were confirmed to have the sequence DAEFR (SEQ 
ID NO:72)and SEVNL(SEQ ID NO: 73) using both Edman 
sequencing and MADLI-TOF mass spectrometry. Percent 
hydrolysis of the peptide Substrate was calculated by com 
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paring the integrated peak areas for the two product peptides 
and the Starting material derived from the absorbance at 214 
nm. The Sequence of cleavage/hydrolysis products was 
confirmed using Edman sequencing and MADLI-TOF mass 
Spectrometry. 

0319. The behavior of purified Asp2(a) in the proteolysis 
assays was consistent with the prior anti-Sense Studies which 
indicated that Asp2(a) possesses ?-Secretase activity. Maxi 
mal proteolysis was seen with the Swedigh B-Secretase 
peptide, which, after 6 hours, was about 10-fold higher than 
wild type APP. 

0320 The specificity of the protease cleavage reaction 
was determined by performing the B-Secretase assay in the 
presence of 8 uM pepstatin A and the presence of a cocktail 
of protease inhibitors (10 uM leupeptin, 10 uM E64, and 5 
mM EDTA). Proteolytic activity was insensitive to both the 
pepstatin and the cocktail, which are inhibitors of cathepsin 
D (and other aspartyl proteases), Serine proteases, cysteinyl 
proteases, and metalloproteases, respectively. 

0321 Hu-Asp2(b) when similarly expressed in CHO 
cells and purified using identical conditions for extraction 
with ,-octylglucoside and Sequential chromatography over 
Mono Q and Mono S also cleaves the Swedish f3-secretase 
peptide in proteolysis assays using identical assay condi 
tions. 

0322 Collectively, this data establishes that both forms 
of Asp2 (Hu-Asp2(a) and Hu-Asp2(b)) act directly in cell 
free assays to cleave Synthetic APP peptides at the B-Secre 
tase site, and that the rate of cleavage is greatly increased by 
the Swedish KM->NL mutation that is associated with 
Alzheimer's disease. 

0323. An alternative B-secretase assay utilizes internally 
quenched fluorescent Substrates to monitor enzyme activity 
using fluorescence Spectroscopy in a single Sample or mul 
tiwell format. Each reaction contained 50 mM Na-MES (pH 
5.5), peptide substrate MCA-EVKMDAEFK-DNP (SEQ 
ID NO: 71; BioSource International) (50 uM) and purified 
Hu-Asp-2 enzyme. These components were equilibrated to 
37 C. for various times and the reaction initiated by 
addition of Substrate. Excitation was performed at 330 nm 
and the reaction kinetics were monitored by measuring the 
fluorescence emission at 390 nm. To detect compounds that 
modulate Hu-Asp-2 activity, the test compounds were added 
during the preincubation phase of the reaction and the 
kinetics of the reaction monitored as described above. Acti 
Vators are Scored as compounds that increase the rate of 
appearance of fluorescence while inhibitors decrease the rate 
of appearance of fluorescence. 

0324. It will be clear that the invention may be practiced 
otherwise than as particularly described in the foregoing 
description and examples. 

0325 Numerous modifications and variations of the 
present invention are possible in light of the above teachings 
and, therefore, are within the Scope of the invention. The 
entire disclosure of all publications cited herein are hereby 
incorporated by reference. 
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-continued 

&2 11s LENGTH 518 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 2 

a. Met Gly Ala Lieu. A 
1 

Arg Ala Lieu Lleu Lleu Pro Leu Lleu Ala Glin Trp 
10 15 5 

Leu Lieu Arg Ala Ala Pro Glu Lieu Ala Pro Ala Pro Phe Thr Lieu Pro 
2O 25 30 

Leu Arg Val Ala Ala Ala Thr Asn Arg Val Val Ala Pro Thr Pro Gly 
35 40 45 

Pro Gly Thr Pro Ala Glu Arg His Ala Asp Gly Lieu Ala Lieu Ala Lieu 
5 O 55 60 

Glu Pro Ala Lieu Ala Ser Pro Ala Gly Ala Ala Asn. Phe Leu Ala Met 
65 70 75 8O 

Val Asp Asn Lieu Glin Gly Asp Ser Gly Arg Gly Tyr Tyr Lieu Glu Met 
85 90 95 

Lieu. Ile Gly Thr Pro Pro Gln Lys Lieu Glin Ile Leu Val Asp Thr Gly 
100 105 110 

Ser Ser Asn Phe Ala Val Ala Gly Thr Pro His Ser Tyr Ile Asp Thr 
115 120 125 

Tyr Phe Asp Thr Glu Arg Ser Ser Thr Tyr Arg Ser Lys Gly Phe Asp 
130 135 1 4 0 

Val Thr Val Lys Tyr Thr Glin Gly Ser Trp Thr Gly Phe Val Gly Glu 
145 150 155 160 

Asp Leu Val Thr Ile Pro Lys Gly Phe Asn. Thir Ser Phe Leu Val Asn 
1.65 170 175 

Ile Ala Thr Ile Phe Glu Ser Glu Asin Phe Phe Leu Pro Gly Ile Lys 
18O 185 190 

Trp Asn Gly Ile Leu Gly Lieu Ala Tyr Ala Thr Lieu Ala Lys Pro Ser 
195 200 2O5 

Ser Ser Leu Glu Thr Phe Phe Asp Ser Leu Val Thr Glin Ala Asn Ile 
210 215 220 

Pro Asn Val Phe Ser Met Gln Met Cys Gly Ala Gly Leu Pro Val Ala 
225 230 235 240 

Gly Ser Gly Thr Asn Gly Gly Ser Lieu Val Lieu Gly Gly Ile Glu Pro 
245 250 255 

Ser Leu Tyr Lys Gly Asp Ile Trp Tyr Thr Pro Ile Lys Glu Glu Trp 
260 265 27 O 

Tyr Tyr Glin Ile Glu Ile Leu Lys Lieu Glu Ile Gly Gly Glin Ser Lieu 
275 280 285 

Asn Lieu. Asp Cys Arg Glu Tyr Asn Ala Asp Lys Ala Ile Wall Asp Ser 
29 O 295 3OO 

Gly. Thir Thr Leu Leu Arg Leu Pro Gln Lys Val Phe Asp Ala Val Val 
305 310 315 320 

Glu Ala Val Ala Arg Ala Ser Lieu. Ile Pro Glu Phe Ser Asp Gly Phe 
325 330 335 

Trp Thr Gly Ser Gln Leu Ala Cys Trp Thr Asn Ser Glu Thr Pro Trp 
340 345 350 

Ser Tyr Phe Pro Lys Ile Ser Ile Tyr Lieu Arg Asp Glu Asn. Ser Ser 
355 360 365 

Arg Ser Phe Arg Ile Thr Ile Leu Pro Gln Leu Tyr Ile Glin Pro Met 
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-continued 

ggcttctacg ttgtc.tttga togggcc.cga aaacgaattg gctittgctgt cagogcttgc 260 

catgtgcacg atgagttcag gacgg cagcg gtggaaggcc cittttgtcac cittggacatg 320 

gaag actotg gctacaac at to cacagaca gatgagt caa cccitcatgac catagccitat 38O 

gtocatggctg. ccatctg.cgc cct cittcatg citgcc actot gcc to atggt gtgtcagtgg 4 40 

cgct gcctico got gcctg.cg ccago agcat gatgactittg citgatgacat citc.cctgctg 5 OO 

aagtgaggag gCC catgggc agaagataga gattcc ccto gaccacacct cogtggttca 560 

citttggtoac aagtag gaga cacagatggc acctgtggcc agagcacctic agg accotcc 62O 

ccaccolacca aatgccitctg. ccttgatgga gaaggaaaag gotggcaagg toggttccag 680 

ggactgtacct gtaggaaac agaaaagaga agaaagaagc actctgctgg cqggaatact 740 

cittggtoacc toaaatttaa, gtogggaaat totgctocitt gaaactticag ccctgaacct 800 

ttgtccacca titcctittaaa ttctocaacc caaagtatto ttcttittctt agtttcagaa 860 

gtactggcat cacacgcagg ttaccttggc gtgtgtc.cct gtggtaccot go cagagaag 920 

agaccaagct totttc.cctg. citggccaaag toagtag gag aggatgcaca gtttgctatt 98O 

tgctittagag acaggg acto tataaacaag cctaacattg gtgcaaagat tocct cittga 20 40 

attaaaaaaa aaaaaaaaaa aaaaaaaaaa. 2070 

<210> SEQ ID NO 4 
&2 11s LENGTH 501 
212s. TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 4 

Met Ala Glin Ala Leu Pro Trp Lieu Lleu Lleu Trp Met Gly Ala Gly Val 
1 5 10 15 

Leu Pro Ala His Gly Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Pro Asp Asp 
18O 185 190 

Ser Leu Glu Pro Phe Phe Asp Ser Leu Val Lys Gln Thr His Val Pro 
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-continued 

195 200 2O5 

Asn Lieu Phe Ser Lieu. His Lieu. Cys Gly Ala Gly Phe Pro Leu Asn Glin 
210 215 220 

Ser Glu Val Leu Ala Ser Val Gly Gly Ser Met Ile Ile Gly Gly Ile 
225 230 235 240 

Asp His Ser Leu Tyr Thr Gly Ser Leu Trp Tyr Thr Pro Ile Arg Arg 
245 250 255 

Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg Val Glu Ile Asin Gly Glin 
260 265 27 O 

Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn Tyr Asp Lys Ser Ile Val 
275 280 285 

Asp Ser Gly Thir Thr Asn Lieu Arg Lieu Pro Llys Lys Val Phe Glu Ala 
29 O 295 3OO 

Ala Wall Lys Ser Ile Lys Ala Ala Ser Ser Thr Glu Lys Phe Pro Asp 
305 310 315 320 

Gly Phe Trp Leu Gly Glu Gln Leu Val Cys Trp Glin Ala Gly Thr Thr 
325 330 335 

Pro Trp Asin Ile Phe Pro Val Ile Ser Leu Tyr Leu Met Gly Glu Val 
340 345 350 

Thr Asin Glin Ser Phe Arg Ile Thr Ile Leu Pro Gln Gln Tyr Leu Arg 
355 360 365 

Pro Val Glu Asp Val Ala Thr Ser Glin Asp Asp Cys Tyr Lys Phe Ala 
370 375 38O 

Ile Ser Glin Ser Ser Thr Gly Thr Val Met Gly Ala Val Ile Met Glu 
385 390 395 400 

Gly Phe Tyr Val Val Phe Asp Arg Ala Arg Lys Arg Ile Gly Phe Ala 
405 410 415 

Val Ser Ala Cys His Val His Asp Glu Phe Arg Thr Ala Ala Val Glu 
420 425 430 

Gly Pro Phe Val Thr Leu Asp Met Glu Asp Cys Gly Tyr Asn Ile Pro 
435 4 40 4 45 

Gln Thr Asp Glu Ser Thr Leu Met Thr Ile Ala Tyr Val Met Ala Ala 
450 455 460 

Ile Cys Ala Leu Phe Met Leu Pro Leu Cys Leu Met Val Cys Gln Trp 
465 470 475 480 

Arg Cys Lieu Arg Cys Lieu Arg Glin Gln His Asp Asp Phe Ala Asp Asp 
485 490 495 

Ile Ser Lieu Lleu Lys 
5 OO 

<210 SEQ ID NO 5 
&2 11s LENGTH 1977 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 5 

atggcc caag ccctg.ccctg. gct cotgctg tdgatggg.cg cqggagtgct gcc tocc cac 60 

ggCaccCagc acggcatc.cg gct gCCCCtg C gCagcggCC togggggg.cgc CCCCCtgggg 120 

Ctgcggct gC CCC gggagaC cqacgaagag CCC gaggagc Ccggc.cggag ggg Cagctitt 18O 

gtggagatgg toggacaacct gaggggcaa.g. tcggggcagg gctactacgt ggagatgacC 240 

gtgggcagoc ccc.cgcagac gotcaa.catc ctdgtggata caggcagoag taactittgca 3OO 
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-continued 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Lieu. Cys Gly 
18O 185 190 

Ala Gly Phe Pro Leu Asn Gln Ser Glu Val Leu Ala Ser Val Gly Gly 
195 200 2O5 

Ser Met Ile Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly Ser Leu 
210 215 220 

Trp Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile Ile Val 
225 230 235 240 

Arg Val Glu Ile Asn Gly Glin Asp Leu Lys Met Asp Cys Lys Glu Tyr 
245 250 255 

Asn Tyr Asp Llys Ser Ile Val Asp Ser Gly Thr Thr Asn Lieu Arg Lieu 
260 265 27 O 

Pro Llys Llys Val Phe Glu Ala Ala Wall Lys Ser Ile Lys Ala Ala Ser 
275 280 285 

Ser Thr Glu Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Glin Leu Val 
29 O 295 3OO 

Cys Trp Glin Ala Gly Thr Thr Pro Trp Asin Ile Phe Pro Val Ile Ser 
305 310 315 320 

Leu Tyr Leu Met Gly Glu Val Thr Asn Glin Ser Phe Arg Ile Thr Ile 
325 330 335 

Leu Pro Glin Glin Tyr Leu Arg Pro Val Glu Asp Val Ala Thr Ser Glin 
340 345 350 

Asp Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser Ser Thr Gly Thr Val 
355 360 365 

Met Gly Ala Val Ile Met Glu Gly Phe Tyr Val Val Phe Asp Arg Ala 
370 375 38O 

Arg Lys Arg Ile Gly Phe Ala Wal Ser Ala Cys His Wal His Asp Glu 
385 390 395 400 

Phe Arg Thr Ala Ala Val Glu Gly Pro Phe Val Thr Leu Asp Met Glu 
405 410 415 

Asp Cys Gly Tyr Asn Ile Pro Gln Thr Asp Glu Ser Thr Leu Met Thr 
420 425 430 

Ile Ala Tyr Val Met Ala Ala Ile Cys Ala Leu Phe Met Leu Pro Leu 
435 4 40 4 45 

Cys Lieu Met Val Cys Glin Trp Arg Cys Lieu Arg Cys Lieu Arg Glin Glin 
450 455 460 
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-continued 

tgatagggiac tocagactica agcct acact g g tacaaaga citgcgtott g agataaacaa 20 40 

gaa 2043 

<210 SEQ ID NO 8 
&2 11s LENGTH 501 
&212> TYPE PRT 
<213> ORGANISM: Mus musculus 

<400 SEQUENCE: 8 

Met Ala Pro Ala Leu. His Trp Leu Leu Leu Trp Val Gly Ser Gly Met 
1 5 10 15 

Leu Pro Ala Glin Gly Thr His Leu Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Ala Gly Pro Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Ser Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Gln Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Pro Asp Asp 
18O 185 190 

Ser Leu Glu Pro Phe Phe Asp Ser Leu Val Lys Gln Thr His Ile Pro 
195 200 2O5 

Asn. Ile Phe Ser Leu Gln Lieu. Cys Gly Ala Gly Phe Pro Leu Asn Glin 
210 215 220 

Thr Glu Ala Leu Ala Ser Val Gly Gly Ser Met Ile Ile Gly Gly Ile 
225 230 235 240 

Asp His Ser Leu Tyr Thr Gly Ser Leu Trp Tyr Thr Pro Ile Arg Arg 
245 250 255 

Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg Val Glu Ile Asin Gly Glin 
260 265 27 O 

Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn Tyr Asp Lys Ser Ile Val 
275 280 285 

Asp Ser Gly Thir Thr Asn Lieu Arg Lieu Pro Llys Lys Val Phe Glu Ala 
29 O 295 3OO 

Ala Wall Lys Ser Ile Lys Ala Ala Ser Ser Thr Glu Lys Phe Pro Asp 
305 310 315 320 

Gly Phe Trp Leu Gly Glu Gln Leu Val Cys Trp Glin Ala Gly Thr Thr 
325 330 335 
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Pro Trp Asin Ile Phe Pro Val Ile Ser Leu Tyr Leu Met Gly Glu Val 
340 345 350 

Thr Asin Glin Ser Phe Arg Ile Thr Ile Leu Pro Gln Gln Tyr Leu Arg 
355 360 365 

Pro Val Glu Asp Val Ala Thr Ser Glin Asp Asp Cys Tyr Lys Phe Ala 
370 375 38O 

Val Ser Glin Ser Ser Thr Gly. Thr Val Met Gly Ala Val Ile Met Glu 
385 390 395 400 

Gly Phe Tyr Val Val Phe Asp Arg Ala Arg Lys Arg Ile Gly Phe Ala 
405 410 415 

Val Ser Ala Cys His Val His Asp Glu Phe Arg Thr Ala Ala Val Glu 
420 425 430 

Gly Pro Phe Val Thr Ala Asp Met Glu Asp Cys Gly Tyr Asn Ile Pro 
435 4 40 4 45 

Gln Thr Asp Glu Ser Thr Leu Met Thr Ile Ala Tyr Val Met Ala Ala 
450 455 460 

Ile Cys Ala Leu Phe Met Leu Pro Leu Cys Leu Met Val Cys Gln Trp 
465 470 475 480 

Arg Cys Lieu Arg Cys Lieu Arg His Gln His Asp Asp Phe Ala Asp Asp 
485 490 495 

Ile Ser Lieu Lleu Lys 
5 OO 

<210> SEQ ID NO 9 
&2 11s LENGTH 2088 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 9 

atgctg.cccg gtttgg cact gct cotgctg gcc.gc.ctgga cqgctcqggc gctggaggta 60 

cc cact gatg gtaatgctgg cct gctggct galacc ccaga ttgcc atgtt citgtggcaga 120 

citgaacatgc acatgaatgt coagaatggg aagtgggatt cagatccatc agg gaccalaa 18O 

acct gcattg ataccalagga agg catcc to cagtattgcc aagaagttcta ccctgaactg 240 

cagatcacca atgtggtaga agccalaccala ccagtgacca toc agaact g g togcaa.gc.gg 3OO 

ggcc.gcaa.gc agtgcaagac ccatc.cccac tttgttgatto cota.ccgct g cittagttggit 360 

gagtttgtaa gtgatgcc ct tctic gttcct gacaagtgca aattcttaca ccaggagagg 420 

atggatgttt gcgaaactica tottcactgg cacaccgtog ccaaagagac atgcagtgag 480 

aagagtacca acttgcatga citacggcatg ttgctg.ccct gcggaattga caagttcc.ga 540 

ggggtagagt ttgttgttgttg cccactggct gaagaaagtg acaatgtgga ttctgct gat 600 

gcggaggagg atgacticgga tetctggtgg gg.cggag cag acacagacita tycagatggg 660 

agtgaagaca aagtagtaga agtag cagag gaggaagaag toggct gaggt ggaagaagaa 720 

gaa.gc.cgatg atgacgagga C gatgaggat ggtgatgagg tagaggaaga ggctgaggaa 78O 

cccitacgaag aagccacaga gagaaccacc agcattgcca ccaccaccac caccaccaca 840 

gagtctgtgg aagaggtogt to gagttcct acaa.ca.gcag ccagtaccoc to atgcc gtt 9 OO 

gacaagtatc. tcgaga cacc toggggatgag aatgaacatg cccattticoa gaaag.ccaaa 96.O 

gagaggcttg aggcCaag Ca CC gaga.gaga atgtc.cCagg to atgagaga atgggalagag 1020 

gcagaacgto: aag caaagaa cittgcctaaa gotgataaga agg cagttat coagcatttic 1080 
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caggagaaag toggaatctitt goalacaggaa goagccaacg agaga cago a gctggtggag 14 O 

acacacatgg ccagagtgga agc catgcto aatgaccgcc gcc.gc.ctggc cct ggagaac 200 

tacatcaccg citctgcaggc tigttccitcct c ggccitcgtc. acgtgttcaa tatgctaaag 260 

aagtatgtcc gcgcagaaca gaaggacaga cagcacacco taaag cattt cqagcatgtg 320 

cgcatggtgg atc.ccaagaa agcc.gctdag atc.cggtocc aggttatgac acaccitcc.gt 38O 

gtgattitatg agcgcatgaa totagt citcto tcc cit gctot acaacgtgcc tdcagtggcc 4 40 

gaggagattc aggatgaagt tdatgagctg. cittcagaaag agcaaaacta ttcagatgac 5 OO 

gtottggcca acatgattag tdalaccalagg atcagttacg gaaacgatgc ticitcatgcca 560 

totttgaccg aaacgaaaac caccgtggag citcct tcc.cg togaatggaga gttcagoct 62O 

gacgatctoc agcc.gtggca ttcttittggg gctgacitctg. tcc cago cala cacagaaaac 680 

gaagttgagc ctdttgatgc cc.gc.cctdct gcc gacc gag gacto accac to gaccaggt 740 

totgggttga caaatato aa gacggaggag atctotgaag tdaagatgga tigcagaattic 800 

cgacatgact caggatatga agttcatcat caaaaattgg togttctttgc agaagatgtg 860 

ggttcaaaca aaggtgcaat cattggactic atggtggg.cg gtgttgtcat agcgacagtg 920 

atcgtoatca ccttggtgat gctgaagaag aaa.cagtaca catcc attca totato.gtgtg 98O 

gtggaggttg acgcc.gctgt cacco cagag gag.cgccacc tdtccaagat gcago agaac 20 40 

ggctacgaaa atccaaccita caagttctitt gag cagatgc agaactag 2088 

<210> SEQ ID NO 10 
&2 11s LENGTH 695 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 10 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 
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Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 

Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 

Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Glin Ser Lieu Ser Lieu Lleu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
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gtgattitatg agcgcatgaa totagt citcto tcc cit gctot acaacgtgcc tdcagtggcc 4 40 

gaggagattc aggatgaagt tdatgagctg. cittcagaaag agcaaaacta ttcagatgac 5 OO 

gtottggcca acatgattag tdalaccalagg atcagttacg gaaacgatgc ticitcatgcca 560 

totttgaccg aaacgaaaac caccgtggag citcct tcc.cg togaatggaga gttcagoct 62O 

gacgatctoc agcc.gtggca ttcttittggg gctgacitctg. tcc cago cala cacagaaaac 680 

gaagttgagc ctdttgatgc cc.gc.cctdct gcc gacc gag gacto accac to gaccaggt 740 

totgggttga caaatato aa gacggaggag atctotgaag tdaatctgga tigcagaattic 800 

cgacatgact caggatatga agttcatcat caaaaattgg togttctttgc agaagatgtg 860 

ggttcaaaca aaggtgcaat cattggactic atggtggg.cg gtgttgtcat agcgacagtg 920 

atcgtoatca ccttggtgat gctgaagaag aaa.cagtaca catcc attca totato.gtgtg 98O 

gtggaggttg acgcc.gctgt cacco cagag gag.cgccacc tdtccaagat gcago agaac 20 40 

ggctacgaaa atccaaccita caagttctitt gag cagatgc agaactag 2088 

<210> SEQ ID NO 12 
&2 11s LENGTH 695 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 12 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1. 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
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225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 

Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 

Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Glin Ser Lieu Ser Lieu Lleu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
58O 585 59 O 

Glu Val Asn Lieu. Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val 
595 600 605 

His His Gln Lys Lieu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 
610 615 62O 

Gly Ala Ile Ile Gly Leu Met Val Gly Gly Val Val Ile Ala Thr Val 
625 630 635 640 
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gaagttgagc ctdttgatgc cc.gc.cctdct gcc gacc gag gacto accac to gaccaggt 1740 

totgggttga caaatato aa gacggaggag atctotgaag tdaagatgga tigcagaattic 1800 

cgacatgact caggatatga agttcatcat caaaaattgg togttctttgc agaagatgtg 1860 

ggttcaaaca aaggtgcaat cattggactic atggtggg.cg gtgttgtcat agcgacagtg 1920 

atcttcatca ccttggtgat gctgaagaag aaa.cagtaca catcc attca totato.gtgtg 1980 

gtggaggttg acgcc.gctgt cacco cagag gag.cgccacc tdtccaagat gcago agaac 20 40 

ggctacgaaa atccaaccita caagttctitt gag cagatgc agaactag 2088 

<210> SEQ ID NO 14 
&2 11s LENGTH 695 
&212> TYPE PRT 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 14 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 
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Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 

Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 

Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Gln Ser Leu Ser Leu Leu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
58O 585 59 O 

Glu Wall Lys Met Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val 
595 600 605 

His His Gln Lys Lieu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 
610 615 62O 

Gly Ala Ile Ile Gly Leu Met Val Gly Gly Val Val Ile Ala Thr Val 
625 630 635 640 

Ile Phe Ile Thr Leu Val Met Leu Lys Lys Lys Glin Tyr Thr Ser Ile 
645 650 655 

His His Gly Val Val Glu Val Asp Ala Ala Val Thr Pro Glu Glu Arg 
660 665 670 

His Leu Ser Lys Met Glin Gln Asn Gly Tyr Glu Asn Pro Thr Tyr Lys 
675 680 685 
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gtggaggttg acgcc.gctgt cacco cagag gag.cgccacc tdtccaagat gcago agaac 20 40 

ggctacgaaa atccaaccita caagttctitt gag cagatgc agaacaagaa gtag 2094. 

<210> SEQ ID NO 16 
&2 11s LENGTH 697 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 16 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Leu Val Gly Glu Phe Val Ser Asp Ala Leu Leu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 
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Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 

Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Glin Ser Lieu Ser Lieu Lleu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
58O 585 59 O 

Glu Wall Lys Met Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val 
595 600 605 

His His Gln Lys Lieu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 
610 615 62O 

Gly Ala Ile Ile Gly Leu Met Val Gly Gly Val Val Ile Ala Thr Val 
625 630 635 640 

Ile Val Ile Thr Leu Val Met Leu Lys Lys Lys Glin Tyr Thr Ser Ile 
645 650 655 

His His Gly Val Val Glu Val Asp Ala Ala Val Thr Pro Glu Glu Arg 
660 665 670 

His Leu Ser Lys Met Glin Gln Asn Gly Tyr Glu Asn Pro Thr Tyr Lys 
675 680 685 

Phe Phe Glu Gln Met Glin Asn Lys Lys 
69 O. 695 

<210 SEQ ID NO 17 
&2 11s LENGTH 2.09.4 
&212> TYPE DNA 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 17 
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<400 SEQUENCE: 18 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
165 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 

Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
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385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 

Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Glin Ser Lieu Ser Lieu Lleu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
58O 585 59 O 

Glu Val Asn Lieu. Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val 
595 600 605 

His His Gln Lys Lieu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 
610 615 62O 

Gly Ala Ile Ile Gly Leu Met Val Gly Gly Val Val Ile Ala Thr Val 
625 630 635 640 

Ile Val Ile Thr Leu Val Met Leu Lys Lys Lys Glin Tyr Thr Ser Ile 
645 650 655 

His His Gly Val Val Glu Val Asp Ala Ala Val Thr Pro Glu Glu Arg 
660 665 670 

His Leu Ser Lys Met Glin Gln Asn Gly Tyr Glu Asn Pro Thr Tyr Lys 
675 680 685 

Phe Phe Glu Gln Met Glin Asn Lys Lys 
69 O. 695 

<210 SEQ ID NO 19 
&2 11s LENGTH 2.09.4 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 19 

atgctg.cccg gtttgg cact gct cotgctg gcc.gc.ctgga cqgctcqggc gctggaggta 60 

cc cact gatg gtaatgctgg cct gctggct galacc ccaga ttgcc atgtt citgtggcaga 120 

citgaacatgc acatgaatgt coagaatggg aagtgggatt cagatccatc agg gaccalaa 18O 

acct gcattg ataccalagga agg catcc to cagtattgcc aagaagttcta ccctgaactg 240 

cagatcacca atgtggtaga agccalaccala ccagtgacca toc agaact g g togcaa.gc.gg 3OO 
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35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Val Pro Thr Thr Ala Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Leu 
29 O 295 3OO 

Glu Thr Pro Gly Asp Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys 
305 310 315 320 

Glu Arg Lieu Glu Ala Lys His Arg Glu Arg Met Ser Glin Wal Met Arg 
325 330 335 

Glu Trp Glu Glu Ala Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp 
340 345 350 

Lys Lys Ala Val Ile Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu 
355 360 365 

Glin Glu Ala Ala Asn. Glu Arg Glin Gln Leu Val Glu Thir His Met Ala 
370 375 38O 

Arg Val Glu Ala Met Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn 
385 390 395 400 

Tyr Ile Thr Ala Leu Glin Ala Val Pro Pro Arg Pro Arg His Val Phe 
405 410 415 

Asn Met Leu Lys Lys Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His 
420 425 430 

Thr Lieu Lys His Phe Glu His Val Arg Met Val Asp Pro Llys Lys Ala 
435 4 40 4 45 
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Ala Glin Ile Arg Ser Glin Val Met Thr His Leu Arg Val Ile Tyr Glu 
450 455 460 

Arg Met Asn Glin Ser Lieu Ser Lieu Lleu Tyr Asn Val Pro Ala Val Ala 
465 470 475 480 

Glu Glu Ile Glin Asp Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn 
485 490 495 

Tyr Ser Asp Asp Val Lieu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser 
5 OO 505 510 

Tyr Gly Asn Asp Ala Leu Met Pro Ser Leu Thr Glu Thir Lys Thr Thr 
515 52O 525 

Val Glu Lieu Lleu Pro Wall Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin 
530 535 540 

Pro Trp His Ser Phe Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn 
545 550 555 560 

Glu Val Glu Pro Val Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thr 
565 570 575 

Thr Arg Pro Gly Ser Gly Leu Thr Asn Ile Lys Thr Glu Glu Ile Ser 
58O 585 59 O 

Glu Wall Lys Met Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val 
595 600 605 

His His Gln Lys Lieu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 
610 615 62O 

Gly Ala Ile Ile Gly Leu Met Val Gly Gly Val Val Ile Ala Thr Val 
625 630 635 640 

Ile Phe Ile Thr Leu Val Met Leu Lys Lys Lys Glin Tyr Thr Ser Ile 
645 650 655 

His His Gly Val Val Glu Val Asp Ala Ala Val Thr Pro Glu Glu Arg 
660 665 670 

His Leu Ser Lys Met Glin Gln Asn Gly Tyr Glu Asn Pro Thr Tyr Lys 
675 680 685 

Phe Phe Glu Gln Met Glin Asn Lys Lys 
69 O. 695 

<210> SEQ ID NO 21 
<211& LENGTH: 1341 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 21 

atggctagoa toactggtgg acagoaaatg g g togcggat coacccago a cqg catc.cgg 60 

CtgCCCCtgc gCagcggCct gggggg.cgcc CCCCtggggc tigC ggctgcc CC gggagaCC 120 

gacgaaga gC cc.gaggagcc cqgc.cggagg ggCagctttgtggagatggt ggaCaac Ctg 18O 

aggggcaagt cqgggCaggg Ctactacgtg gagatgaccg togggCagcc C CCC gCagacg 240 

citcaiacatcc toggtggatac agg cagoagt aactittgcag toggtgctgc ccc.ccaccc.c 3OO 

titcc to catc gctactacca gaggcagotg to cagdacat accgg gacct coggaagggit 360 

gtgitatgtgc cctacaccca gggcaagtgg gaaggggagc tigggcaccga cct ggtaagc 420 

atcc cc catg gcc.ccaacgt cactgtgcgt gccaa.cattg citgccatcac togaatcagac 480 

aagttctt.ca toaacggcto caactgggaa gqcatcc togg ggctdgccta togctgagatt 540 

gccaggcc to acgacticcict ggagccttitc tittgactic to tdgtaaag.ca gacccacgtt 600 
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cccaacctct tctoccitgca cotttgttggit gctggctitcc cccitcaiacca gitotgaagtg 660 

citggcc totg toggagggag catgatcatt gaggitatcg accactc.gct gtacacaggc 720 

agtc.tctggt atacacccat coggcgggag togtattato aggtoatcat tdtgcgggtg 78O 

gagatcaatg gacaggat.ct gaaaatggac tocaaggagt acaactato a caagagcatt 840 

gtggacagtg gcaccaccala cctitcgtttg cccaagaaag totttgaagc tigcagtcaaa 9 OO 

to catcaagg cagcct cotc. cacggagaag titc.cctgatg gtttctggct aggagag cag 96.O 

citggtgtgct ggcaag cagg caccacccct toggaacattt toccagt cat citcactcitac 1020 

citaatgggtg aggttaccala ccagticcittc cqcatcacca toctitcc.gca gcaatacctg 1080 

cggc.ca.gtgg aagatgtggc cacgtc.ccaa gacgactgtt acaagtttgc catctoacag 1140 

tdatccacgg gcactgttat gggagctgtt atcatggagg gcttctacgt totcitttgat 1200 

cgggcc.cgaa aac gaattgg citttgctgtc agcgcttgcc atgttgcacga tigagttcagg 1260 

acgg cagogg toggaaggc.cc titttgtcacc ttgga catgg aag actotgg citacaac att 1320 

ccacagacag atgagt catg a 1341 

<210> SEQ ID NO 22 
<211& LENGTH 446 
&212> TYPE PRT 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 22 

Met Ala Ser Met Thr Gly Gly Glin Gln Met Gly Arg Gly Ser Thr Glin 
1 5 10 15 

His Gly Ile Arg Lieu Pro Leu Arg Ser Gly Lieu Gly Gly Ala Pro Leu 
2O 25 30 

Gly Lieu Arg Lieu Pro Arg Glu Thir Asp Glu Glu Pro Glu Glu Pro Gly 
35 40 45 

Arg Arg Gly Ser Phe Val Glu Met Val Asp Asn Lieu Arg Gly Lys Ser 
5 O 55 60 

Gly Glin Gly Tyr Tyr Val Glu Met Thr Val Gly Ser Pro Pro Glin Thr 
65 70 75 8O 

Lieu. Asn. Ile Leu Val Asp Thr Gly Ser Ser Asn. Phe Ala Val Gly Ala 
85 90 95 

Ala Pro His Pro Phe Leu. His Arg Tyr Tyr Glin Arg Gln Leu Ser Ser 
100 105 110 

Thr Tyr Arg Asp Leu Arg Lys Gly Val Tyr Val Pro Tyr Thr Glin Gly 
115 120 125 

Lys Trp Glu Gly Glu Lieu Gly Thr Asp Leu Val Ser Ile Pro His Gly 
130 135 1 4 0 

Pro Asn Val Thr Val Arg Ala Asn. Ile Ala Ala Ile Thr Glu Ser Asp 
145 15 O 155 160 

Lys Phe Phe Ile Asn Gly Ser Asn Trp Glu Gly Ile Leu Gly Lieu Ala 
1.65 170 175 

Tyr Ala Glu Ile Ala Arg Pro Asp Asp Ser Lieu Glu Pro Phe Phe Asp 
18O 185 190 

Ser Leu Val Lys Gln Thr His Val Pro Asn Leu Phe Ser Leu. His Leu 
195 200 2O5 

Cys Gly Ala Gly Phe Pro Leu Asn Glin Ser Glu Val Lieu Ala Ser Val 
210 215 220 
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Gly Gly Ser Met Ile Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly 
225 230 235 240 

Ser Leu Trp Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile 
245 250 255 

Ile Val Arg Val Glu Ile Asn Gly Glin Asp Leu Lys Met Asp Cys Lys 
260 265 27 O 

Glu Tyr Asn Tyr Asp Lys Ser Ile Val Asp Ser Gly Thir Thr Asn Lieu 
275 280 285 

Arg Lieu Pro Llys Lys Val Phe Glu Ala Ala Wall Lys Ser Tle Lys Ala 
29 O 295 3OO 

Ala Ser Ser Thr Glu Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Gln 
305 310 315 320 

Leu Val Cys Trp Glin Ala Gly Thr Thr Pro Trp Asn Ile Phe Pro Val 
325 330 335 

Ile Ser Leu Tyr Leu Met Gly Glu Val Thr Asn Gln Ser Phe Arg Ile 
340 345 350 

Thir Ile Leu Pro Gln Glin Tyr Leu Arg Pro Val Glu Asp Val Ala Thr 
355 360 365 

Ser Glin Asp Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser Ser Thr Gly 
370 375 38O 

Thr Val Met Gly Ala Val Ile Met Glu Gly Phe Tyr Val Val Phe Asp 
385 390 395 400 

Arg Ala Arg Lys Arg Ile Gly Phe Ala Val Ser Ala Cys His Val His 
405 410 415 

Asp Glu Phe Arg Thr Ala Ala Val Glu Gly Pro Phe Val Thr Leu Asp 
420 425 430 

Met Glu Asp Cys Gly Tyr Asn. Ile Pro Glin Thr Asp Glu Ser 
435 4 40 4 45 

<210> SEQ ID NO 23 
&2 11s LENGTH 1380 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 23 

atggctagoa toactggtgg acagoaaatg g g togcggat cqatgacitat citctgactict 60 

cc.gc.gtgaac aggacggatc. cacco agcac ggcatcc.ggc tigc.ccct gog cagoggcctg 120 

ggggg.cgCCC CCCtggggct gcggctgCCC cqggaga.ccg acgaaga gC C C gaggagcCC 18O 

ggc.cggaggg gCagCtttgt ggagatggtg gaCaacCtga ggggcaagtic ggggcagggc 240 

tactacgtgg agatgaccgt ggg cago.ccc cc.gcagacgc. tcaa.catcct ggtggataca 3OO 

ggcago agta actittgcagt gggtgctgcc ccccacccct tcc to catcg citactaccag 360 

aggcagctgt coag cacata ccggg accitc cqgaagggtg totatgtgcc ctacacccag 420 

ggcaagtggg aaggggagct g g g caccgac citggtaag.ca tocco catgg ccc.caacgtc 480 

actgtgcgtg cca acattgc tigc catcact gaatcagaca agttcttcat caacggcto c 540 

aactgggaag gCatcc togg gctggccitat gct gagattg ccaggcc to a cqacticcictg 600 

gag cctittct ttgactictot ggtaaag.cag accoacgttc cca acctcitt citccctgcac 660 

citttgtggtg citggct tccc cct calaccag totgaagtgc tiggccitctgt c ggagggagc 720 

atgatcattg gaggitatcga ccacticgctg tacacaggca gtc.totggta tacacccatc 78O 
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cggcgg gagt ggt attatga ggtoatcatt gtgcgggtgg agatcaatgg acaggatctg 840 

aaaatggact gcaaggagta caactatoac aagag cattg togacagtgg caccaccaac 9 OO 

cittcgtttgc ccaagaaagt gtttgaagct gcagtcaaat coatcaaggc agcct cotcc 96.O 

acggagaagt toccitgatgg tittctggcta ggaga.gcago togtotgct g g caag caggc 1020 

accaccccitt ggaacattitt cocagtcatc. tcactictacc taatgggtga ggittaccaac 1080 

cagtcc titcc gcatcaccat cottcc.gcag caatacctgc ggc.ca.gtgga agatgtggcc 1140 

acgtcc caag acg actgtta caagtttgcc atcto acagt catccacggg cactgttatg 1200 

ggagctgtta toatggaggg cittctacgitt gtc.tttgatc gggcc.cgaaa acgaattggc 1260 

tittgctgtca gcgcttgcca totgcacg at gagttcagga ciggcagoggt ggaaggcc.ct 1320 

tttgtcacct togacatgga agacitgtggc tacaa.cattc. cacagacaga tigagt catga 1380 

<210> SEQ ID NO 24 
&2 11s LENGTH 459 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 24 

Met Ala Ser Met Thr Gly Gly Glin Gln Met Gly Arg Gly Ser Met Thr 
1 5 10 15 

Ile Ser Asp Ser Pro Arg Glu Glin Asp Gly Ser Thr Glin His Gly Ile 
2O 25 30 

Arg Lieu Pro Leu Arg Ser Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg 
35 40 45 

Leu Pro Arg Glu Thr Asp Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly 
5 O 55 60 

Ser Phe Val Glu Met Val Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly 
65 70 75 8O 

Tyr Tyr Val Glu Met Thr Val Gly Ser Pro Pro Gln Thr Leu Asin Ile 
85 90 95 

Leu Val Asp Thr Gly Ser Ser Asn Phe Ala Val Gly Ala Ala Pro His 
100 105 110 

Pro Phe Leu. His Arg Tyr Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg 
115 120 125 

Asp Leu Arg Lys Gly Val Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu 
130 135 1 4 0 

Gly Glu Leu Gly Thr Asp Leu Val Ser Ile Pro His Gly Pro Asn Val 
145 15 O 155 160 

Thr Val Arg Ala Asn Ile Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe 
1.65 170 175 

Ile Asin Gly Ser Asn Trp Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu 
18O 185 190 

Ile Ala Arg Pro Asp Asp Ser Lieu Glu Pro Phe Phe Asp Ser Lieu Val 
195 200 2O5 

Lys Glin Thr His Val Pro Asn Lieu Phe Ser Lieu. His Lieu. Cys Gly Ala 
210 215 220 

Gly Phe Pro Leu Asn Glin Ser Glu Val Leu Ala Ser Val Gly Gly Ser 
225 230 235 240 

Met Ile Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly Ser Leu Trp 
245 250 255 
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Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg 
260 265 27 O 

Val Glu Ile Asn Gly Glin Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn 
275 280 285 

Tyr Asp Llys Ser Ile Val Asp Ser Gly. Thir Thr Asn Lieu Arg Lieu Pro 
29 O 295 3OO 

Lys Lys Val Phe Glu Ala Ala Wall Lys Ser Ile Lys Ala Ala Ser Ser 
305 310 315 320 

Thr Glu Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Gln Leu Val Cys 
325 330 335 

Trp Glin Ala Gly Thr Thr Pro Trp Asin Ile Phe Pro Val Ile Ser Leu 
340 345 350 

Tyr Leu Met Gly Glu Val Thr Asn Glin Ser Phe Arg Ile Thr Ile Leu 
355 360 365 

Pro Glin Glin Tyr Leu Arg Pro Val Glu Asp Val Ala Thr Ser Glin Asp 
370 375 38O 

Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser Ser Thr Gly Thr Val Met 
385 390 395 400 

Gly Ala Val Ile Met Glu Gly Phe Tyr Val Val Phe Asp Arg Ala Arg 
405 410 415 

Lys Arg Ile Gly Phe Ala Wal Ser Ala Cys His Val His Asp Glu Phe 
420 425 430 

Arg Thr Ala Ala Val Glu Gly Pro Phe Val Thir Leu Asp Met Glu Asp 
435 4 40 4 45 

Cys Gly Tyr Asn Ile Pro Gln Thr Asp Glu Ser 
450 455 

<210> SEQ ID NO 25 
&2 11s LENGTH 1302 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 25 

atgacticago atgg tattog totgccactg. c.gtag cqg to tdggtggtgc ticcactgggit 60 

CtgcgtctgC CCC gggagaC cqacgaagag CCC gaggagc Ccggc.cggag ggg Cagctitt 120 

gtggagatgg toggacaacct gaggggcaa.g. tcggggcagg gctactacgt ggagatgacC 18O 

gtgggcagoc ccc.cgcagac gotcaa.catc ctdgtggata caggcagoag taactittgca 240 

gtgggtgctg. ccc.cccacco cittcc tdcat cqc tact acc agagg cagot gttccago aca 3OO 

taccgg gacc tocc ggaaggg totgitatgtg ccctacaccc agggcaagt g g galaggggag 360 

citgggcaccg acctggtaag catcc.cccat ggc.cccaacg. tcactgtgcg toccaac att 420 

gctgccatca citgaatcaga caagttctitc atcaacggct coaactggga agg catcctg 480 

gggctggcct atgctgagat tdccaggcct gacgacticcc toggagcc titt citttgactict 540 

citggtaaag.c agacccacgt tocca accitc ttctoccitgc acctttgtgg togctggcttic 600 

cc ccto aacc agtctgaagit gctggccitct gtcggaggga gcatcatcat tdgaggitatic 660 

gaccactc.gc tigtacacagg cagtc.tctgg tatacaccca toc gg.cggga gtgg tattat 720 

gaggtoatca ttgtgcgggt ggagatcaat ggacaggatc tdaaaatgga citgcaaggag 78O 

tacaactato acaagagc at totggacagt ggcaccacca accitt.cgttt gcc caagaaa 840 
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gtgtttgaag citgcagtcaa atc catcaag gCagc citcct coacggaga a gttcc ct gat 9 OO 

ggitttctggc taggaga.gca gctggtgtgc tiggcaag cag goaccaccoc ttggaac att 96.O 

titcc cagtca totcactcta cctaatgggit gaggittacca accagtcctt cog catcacc 1020 

atcc titcc.gc agcaatacct gcggc.cagtg gaagatgtgg ccacgtocca agacg actot 1080 

tacaagtttg ccatctoaca gtcatccacg ggcactgtta toggagctgt tat catggag 1140 

ggcttctacg ttgtc.tttga togggcc.cga aaacgaattg gctittgctgt cagogcttgc 1200 

catgtgcacg atgagttcag gacgg cagcg gtggaaggcc cittttgtcac cittggacatg 1260 

gaag actotg gctacaac at to cacagaca gatgagt cat ga 1302 

<210> SEQ ID NO 26 
&2 11s LENGTH 433 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 26 

Met Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser Gly Lieu Gly Gly 
1 5 10 15 

Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thr Asp Glu Glu Pro Glu 
2O 25 30 

Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val Asp Asn Lieu Arg 
35 40 45 

Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr Val Gly Ser Pro 
50 55 60 

Pro Glin Thr Leu Asn Ile Leu Val Asp Thr Gly Ser Ser Asn Phe Ala 
65 70 75 8O 

Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr Tyr Glin Arg Glin 
85 90 95 

Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val Tyr Val Pro Tyr 
100 105 110 

Thr Glin Gly Lys Trp Glu Gly Glu Lieu Gly Thr Asp Lieu Val Ser Ile 
115 120 125 

Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile Ala Ala Ile Thr 
130 135 1 4 0 

Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp Glu Gly Ile Leu 
145 15 O 155 160 

Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Pro Asp Asp Ser Lieu Glu Pro 
1.65 170 175 

Phe Phe Asp Ser Leu Val Lys Glin Thr His Val Pro Asn Leu Phe Ser 
18O 185 190 

Lieu. His Lieu. Cys Gly Ala Gly Phe Pro Leu Asn. Glin Ser Glu Val Lieu 
195 200 2O5 

Ala Ser Val Gly Gly Ser Met Ile Ile Gly Gly Ile Asp His Ser Lieu 
210 215 220 

Tyr Thr Gly Ser Leu Trp Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr 
225 230 235 240 

Glu Val Ile Ile Val Arg Val Glu Ile Asin Gly Glin Asp Leu Lys Met 
245 250 255 

Asp Cys Lys Glu Tyr Asn Tyr Asp Llys Ser Ile Val Asp Ser Gly Thr 
260 265 27 O 

Thr Asn Lieu Arg Lieu Pro Lys Lys Val Phe Glu Ala Ala Wall Lys Ser 
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275 280 285 

Ile Lys Ala Ala Ser Ser Thr Glu Lys Phe Pro Asp Gly Phe Trp Lieu 
29 O 295 3OO 

Gly Glu Gln Leu Val Cys Trp Glin Ala Gly. Thir Thr Pro Trp Asin Ile 
305 310 315 320 

Phe Pro Val Ile Ser Leu Tyr Leu Met Gly Glu Val Thr Asn Glin Ser 
325 330 335 

Phe Arg Ile Thr Ile Leu Pro Glin Glin Tyr Leu Arg Pro Val Glu Asp 
340 345 350 

Val Ala Thir Ser Glin Asp Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser 
355 360 365 

Ser Thr Gly Thr Val Met Gly Ala Val Ile Met Glu Gly Phe Tyr Val 
370 375 38O 

Val Phe Asp Arg Ala Arg Lys Arg Ile Gly Phe Ala Wal Ser Ala Cys 
385 390 395 400 

His Val His Asp Glu Phe Arg Thr Ala Ala Val Glu Gly Pro Phe Val 
405 410 415 

Thr Lieu. Asp Met Glu Asp Cys Gly Tyr Asn. Ile Pro Glin Thr Asp Glu 
420 425 430 

Ser 

<210 SEQ ID NO 27 
&2 11s LENGTH 1278 
&212s. TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 27 

atggctagoa toactggtgg acagoaaatg g g togcggat cqatgacitat citctgactict 60 

cc.gctggact citggitatcga aaccqacgga to citttgttgg agatggtgga caacctgagg 120 

ggcaagttcgg ggcagggcta citacgtggag atgaccgtgg gcagoccc.cc gcagacgctic 18O 

aa.catcctgg toggatacagg cagoagtaac tittgcagtgg gtgct gcc.cc ccaccc.cittc 240 

citgcatc.gct actaccagag goagctgtcc agcacatacc ggg acct cog galagg gtgtg 3OO 

tatgtc.ccct acacccaggg caagtgggaa gqggagctgg gcacc gacct ggtaagcatc 360 

ccc.catggcc ccaacgtcac totg.cgtgcc aac attgctd coatcactga atcagacaag 420 

ttcttcatca acggcticcaa citgggaaggc atcctggggc tiggcc tatgc tigagattgcc 480 

aggcctgacg acticcctgga gcc tittctitt gactcitctgg taaag cagac ccacgttcc c 540 

aaccitcttct coctocacct ttgttggtgct ggctitcc ccc tdaaccagtc tdaagtgctg 600 

gccitctgtcg gagggagcat gat cattgga ggitatic gacc acticgct gta cacaggcagt 660 

citctggtata cacccatc.cg gcgggagtgg tattato agg to atcattgt gcgggtggag 720 

atcaatggac aggatctgaa aatgg actgc aaggagtaca act at gacaa gag cattgtg 78O 

gacagtggca ccacca acct tcgtttgc.cc aagaaagtgt ttgaagctgc agtcaaatcc 840 

atcaaggcag cctoctocac ggagaagttc cct gatggitt totggctagg agagcagotg 9 OO 

gtgtgctggc aag caggcac caccocittgg alacatttitcc cag to atcto actictaccta 96.O 

atgggtgagg ttaccalacca gtcct tcc.gc atcac catcc titcc.gcagoa atacctg.cgg 1020 

ccagtggaag atgtggccac gtc.ccaagac gactgttaca agtttgc.cat citcacagtca 1080 

to cacgggca citgttatggg agctdttatc atggagggct tctacgttgt citttgatcgg 1140 
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gcc.cgaaaac gaattggctt togctgtcago gottgccato tdcac gatga gttcaggacg 1200 

gcagoggtgg aaggcc ctitt totcaccittg gacatggaag actgtggcta caa.cattcca 1260 

cagacagatg agt catga 1278 

<210> SEQ ID NO 28 
&2 11s LENGTH 425 
&212> TYPE PRT 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 28 

Met Ala Ser Met Thr Gly Gly Glin Gln Met Gly Arg Gly Ser Met Thr 
1 5 10 15 

Ile Ser Asp Ser Pro Leu Asp Ser Gly Ile Glu Thir Asp Gly Ser Phe 
2O 25 30 

Val Glu Met Val Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr 
35 40 45 

Val Glu Met Thr Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val 
5 O 55 60 

Asp Thr Gly Ser Ser Asn Phe Ala Val Gly Ala Ala Pro His Pro Phe 
65 70 75 8O 

Lieu. His Arg Tyr Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Lieu 
85 90 95 

Arg Lys Gly Val Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu 
1OO 105 110 

Leu Gly. Thr Asp Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val 
115 120 125 

Arg Ala Asn. Ile Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn 
130 135 1 4 0 

Gly Ser Asn Trp Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala 
145 15 O 155 160 

Arg Pro Asp Asp Ser Lieu Glu Pro Phe Phe Asp Ser Lieu Val Lys Glin 
1.65 170 175 

Thr His Val Pro Asn Leu Phe Ser Leu. His Leu Cys Gly Ala Gly Phe 
18O 185 190 

Pro Leu Asn Glin Ser Glu Val Leu Ala Ser Val Gly Gly Ser Met Ile 
195 200 2O5 

Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly Ser Leu Trp Tyr Thr 
210 215 220 

Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg Val Glu 
225 230 235 240 

Ile Asin Gly Glin Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn Tyr Asp 
245 250 255 

Lys Ser Ile Val Asp Ser Gly Thir Thr Asn Lieu Arg Lieu Pro Llys Lys 
260 265 27 O 

Val Phe Glu Ala Ala Val Lys Ser Ile Lys Ala Ala Ser Ser Thr Glu 
275 280 285 

Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Glin Leu Val Cys Trp Glin 
29 O 295 3OO 

Ala Gly. Thir Thr Pro Trp Asn Ile Phe Pro Val Ile Ser Leu Tyr Leu 
305 310 315 320 

Met Gly Glu Val Thr Asn Gln Ser Phe Arg Ile Thr Ile Leu Pro Glin 
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&2 11s LENGTH 453 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 30 

Met Ala Glin Ala Leu Pro Trp Lieu Lleu Lleu Trp Met Gly Ala Gly Val 
1 5 10 15 

Leu Pro Ala His Gly Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 150 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Pro Asp Asp 
18O 185 190 

Ser Leu Glu Pro Phe Phe Asp Ser Leu Val Lys Gln Thr His Val Pro 
195 200 2O5 

Asn Lieu Phe Ser Leu Gln Lieu. Cys Gly Ala Gly Phe Pro Leu Asn Glin 
210 215 220 

Ser Glu Val Leu Ala Ser Val Gly Gly Ser Met Ile Ile Gly Gly Ile 
225 230 235 240 

Asp His Ser Leu Tyr Thr Gly Ser Leu Trp Tyr Thr Pro Ile Arg Arg 
245 250 255 

Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg Val Glu Ile Asin Gly Glin 
260 265 27 O 

Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn Tyr Asp Lys Ser Ile Val 
275 280 285 

Asp Ser Gly Thir Thr Asn Lieu Arg Lieu Pro Llys Lys Val Phe Glu Ala 
29 O 295 3OO 

Ala Wall Lys Ser Ile Lys Ala Ala Ser Ser Thr Glu Lys Phe Pro Asp 
305 310 315 320 

Gly Phe Trp Leu Gly Glu Gln Leu Val Cys Trp Glin Ala Gly Thr Thr 
325 330 335 

Pro Trp Asin Ile Phe Pro Val Ile Ser Leu Tyr Leu Met Gly Glu Val 
340 345 350 

Thr Asin Glin Ser Phe Arg Ile Thr Ile Leu Pro Gln Gln Tyr Leu Arg 
355 360 365 

Pro Val Glu Asp Val Ala Thr Ser Glin Asp Asp Cys Tyr Lys Phe Ala 
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<400 SEQUENCE: 32 

Met Ala Glin Ala Leu Pro Trp Lieu Lleu Lleu Trp Met Gly Ala Gly Val 
1 5 10 15 

Leu Pro Ala His Gly Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
165 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Pro Asp Asp 
18O 185 190 

Ser Leu Glu Pro Phe Phe Asp Ser Leu Val Lys Gln Thr His Val Pro 
195 200 2O5 

Asn Lieu Phe Ser Leu Gln Lieu. Cys Gly Ala Gly Phe Pro Leu Asn Glin 
210 215 220 

Ser Glu Val Leu Ala Ser Val Gly Gly Ser Met Ile Ile Gly Gly Ile 
225 230 235 240 

Asp His Ser Leu Tyr Thr Gly Ser Leu Trp Tyr Thr Pro Ile Arg Arg 
245 250 255 

Glu Trp Tyr Tyr Glu Val Ile Ile Val Arg Val Glu Ile Asin Gly Glin 
260 265 27 O 

Asp Leu Lys Met Asp Cys Lys Glu Tyr Asn Tyr Asp Lys Ser Ile Val 
275 280 285 

Asp Ser Gly Thir Thr Asn Lieu Arg Lieu Pro Llys Lys Val Phe Glu Ala 
29 O 295 3OO 

Ala Wall Lys Ser Ile Lys Ala Ala Ser Ser Thr Glu Lys Phe Pro Asp 
305 310 315 320 

Gly Phe Trp Leu Gly Glu Gln Leu Val Cys Trp Glin Ala Gly Thr Thr 
325 330 335 

Pro Trp Asin Ile Phe Pro Val Ile Ser Leu Tyr Leu Met Gly Glu Val 
340 345 350 

Thr Asin Glin Ser Phe Arg Ile Thr Ile Leu Pro Gln Gln Tyr Leu Arg 
355 360 365 

Pro Val Glu Asp Val Ala Thr Ser Glin Asp Asp Cys Tyr Lys Phe Ala 
370 375 38O 

Ile Ser Glin Ser Ser Thr Gly Thr Val Met Gly Ala Val Ile Met Glu 
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385 390 395 400 

Gly Phe Tyr Val Val Phe Asp Arg Ala Arg Lys Arg Ile Gly Phe Ala 
405 410 415 

Val Ser Ala Cys His Val His Asp Glu Phe Arg Thr Ala Ala Val Glu 
420 425 430 

Gly Pro Phe Val Thr Leu Asp Met Glu Asp Cys Gly Tyr Asn Ile Pro 
435 4 40 4 45 

Gln Thr Asp Glu Ser His His His His His His 
450 455 

<210 SEQ ID NO 33 
&2 11s LENGTH 25 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 33 

Ser Glu Glin Glin Arg Arg Pro Arg Asp Pro Glu Val Val Asn Asp Glu 
1 5 10 15 

Ser Ser Lieu Val Arg His Arg Trip Lys 
2O 25 

<210> SEQ ID NO 34 
&2 11s LENGTH 19 
&212> TYPE PRT 
<213> ORGANISM: Homo sapiens 

<400s. SEQUENCE: 34 

Ser Glu Gln Leu Arg Glin Gln His Asp Asp Phe Ala Asp Asp Ile Ser 
1 5 10 15 

Leu Lleu Lys 

<210 SEQ ID NO 35 
&2 11s LENGTH 29 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 35 

gtggat.ccac cca.goacggc atc.cggctg 29 

<210 SEQ ID NO 36 
&2 11s LENGTH 36 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 36 

gaaagcttitc atgact catc tdtctgtgga atgttg 36 

<210 SEQ ID NO 37 
&2 11s LENGTH 39 
&212> TYPE DNA 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 37 

gatc gatgac tat citctgac totcc.gc.gtgaac aggacg 39 

<210 SEQ ID NO 38 
&2 11s LENGTH 39 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 
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<400 SEQUENCE: 38 

gatc.cgtoct gttcacgcgg agagt cagag atagt catc 39 

<210 SEQ ID NO 39 
&2 11s LENGTH 77 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2 

<400 SEQUENCE: 39 

cggcatcc.gg ctg.ccc.ctgc gtagcggtct g g g toggtgct coactggg to td.cgtctgcc 60 

CCgggaga CC gacgaag 77 

<210> SEQ ID NO 40 
&2 11s LENGTH 77 
&212> TYPE DNA 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2 

<400 SEQUENCE: 40 

cittcgtcggit citc.ccggggc agacgcagac ccagtggagc accacccaga cc.gctacgca 60 

gggg cago cq gatgc.cg 77 

<210> SEQ ID NO 41 
&2 11s LENGTH 51 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Caspase 8 

Cleavage Site 

<400 SEQUENCE: 41 

gatc gatgac tat citctgac totcc.gctgg actctggitat cqaaaccgac g 51 

<210> SEQ ID NO 42 
&2 11s LENGTH 51 
&212> TYPE DNA 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Caspase 8 

Cleavage Site 

<400 SEQUENCE: 42 

gatc.cgtogg titt.cgataccagagtccago ggagagt cag agatagt cat c 51 

<210> SEQ ID NO 43 
&2 11s LENGTH 32 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 43 

aaggat.ccitt totggagatg gtggacaa.cc to 32 

<210> SEQ ID NO 44 
&2 11s LENGTH 36 
&212> TYPE DNA 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 44 

Mar. 28, 2002 
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gaaagcttitc atgact catc tdtctgtgga atgttg 36 

<210> SEQ ID NO 45 
<211& LENGTH 24 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: 6-His tag 

<400 SEQUENCE: 45 

gatc.gcatca toaccatcac catg 24 

<210> SEQ ID NO 46 
<211& LENGTH 24 
&212> TYPE DNA 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: 6-His tag 

<400 SEQUENCE: 46 

gatc catggit gatggtgatg atgc 24 

<210> SEQ ID NO 47 
<211& LENGTH 22 
&212> TYPE DNA 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: primer 

<400 SEQUENCE: 47 

gact gaccac to gaccaggit to 22 

<210> SEQ ID NO 48 
&2 11s LENGTH 51 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: primer 

<400 SEQUENCE: 48 

cgaattaaat tccago acac toggctactitc ttgttctgcatctoaaagaa c 51 

<210 SEQ ID NO 49 
&2 11s LENGTH 26 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: primer 

<400 SEQUENCE: 49 

c gaattaa at to cago acac togcta 26 

<210 SEQ ID NO 50 
&2 11s LENGTH 1287 
&212> TYPE DNA 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2(b) 

delta TM 

<400 SEQUENCE: 50 

atggcc caag ccctg.ccctg. gct cotgctg tdgatggg.cg cqggagtgct gcc tocc cac 60 

Mar. 28, 2002 
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ggCaccCagc acggcatc.cg gct gCCCCtg C gCagcggCC togggggg.cgc CCCCCtgggg 120 

Ctgcggct gC CCC gggagaC cqacgaagag CCC gaggagc Ccggc.cggag ggg Cagctitt 18O 

gtggagatgg toggacaacct gaggggcaa.g. tcggggcagg gctactacgt ggagatgacC 240 

gtgggcagoc ccc.cgcagac gotcaa.catc ctdgtggata caggcagoag taactittgca 3OO 

gtgggtgctg. ccc.cccacco cittcc tdcat cqc tact acc agagg cagot gttccago aca 360 

taccgg gacc tocc ggaaggg totgitatgtg ccctacaccc agggcaagt g g galaggggag 420 

citgggcaccg acctggtaag catcc.cccat ggc.cccaacg. tcactgtgcg toccaac att 480 

gctgccatca citgaatcaga caagttctitc atcaacggct coaactggga agg catcctg 540 

gggctggcct atgctgagat tdccaggctt totggtogcto gottcc.ccct calaccagtct 600 

gaagtgctgg cctotgtcgg agg gag catg atcattggag gitatc gacca citc.gctgtac 660 

acaggcagtc. tctggtatac accolatcc.gg cqggagtggit attat gaggt catcattgtg 720 

cgggtggaga totaatggaca ggatctgaaa atggactgca aggagtacaa citatgacaag 78O 

agcattgttgg acagtggcac cacca accitt cqtttgcc.ca agaaagtgtt togaagctgca 840 

gtoaaatcca toaagg cago citcct coacg gagaagttcc citgatggttt citggctagga 9 OO 

gag cagctgg totgctggca agcaggcacc accc.cittgga acatttitcc c agt catcto a 96.O 

citctacctaa toggtgaggit taccalaccag to citt.ccgca toaccatcct tcc.gcagdaa 1020 

tacct gcggc cagtggaaga tigtggccacg toccaagacg actgttacaa gtttgccatc 1080 

toacagtcat coacgggcac tottatggga gctgttatca toggagggctt citacgttgtc 1140 

tittgatcggg ccc.gaaaacg aattggctitt gctgtcagog cittgc catgt gcacgatgag 1200 

ttcaggacgg cagcggtgga aggcc cittitt gttcaccittgg acatggaaga citgtggctac 1260 

aacattccac agacagatga gtcatga 1287 

<210 SEQ ID NO 51 
<211& LENGTH 428 
&212> TYPE PRT 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2(b) 

delta TM 

<400 SEQUENCE: 51 

Met Ala Glin Ala Leu Pro Trp Lieu Lleu Lleu Trp Met Gly Ala Gly Val 
1 5 10 15 

Leu Pro Ala His Gly Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 
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Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Lieu. Cys Gly 
18O 185 190 

Ala Gly Phe Pro Leu Asn Gln Ser Glu Val Leu Ala Ser Val Gly Gly 
195 200 2O5 

Ser Met Ile Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly Ser Leu 
210 215 220 

Trp Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile Ile Val 
225 230 235 240 

Arg Val Glu Ile Asn Gly Glin Asp Lieu Lys Met Asp Cys Lys Glu Tyr 
245 250 255 

Asn Tyr Asp Llys Ser Ile Val Asp Ser Gly Thr Thr Asn Lieu Arg Lieu 
260 265 27 O 

Pro Llys Llys Val Phe Glu Ala Ala Wall Lys Ser Ile Lys Ala Ala Ser 
275 280 285 

Ser Thr Glu Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Glin Leu Val 
29 O 295 3OO 

Cys Trp Glin Ala Gly. Thir Thr Pro Trp Asn. Ile Phe Pro Val Ile Ser 
305 310 315 320 

Leu Tyr Leu Met Gly Glu Val Thr Asn Glin Ser Phe Arg Ile Thr Ile 
325 330 335 

Leu Pro Glin Glin Tyr Leu Arg Pro Val Glu Asp Val Ala Thr Ser Glin 
340 345 350 

Asp Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser Ser Thr Gly Thr Val 
355 360 365 

Met Gly Ala Val Ile Met Glu Gly Phe Tyr Val Val Phe Asp Arg Ala 
370 375 38O 

Arg Lys Arg Ile Gly Phe Ala Wal Ser Ala Cys His Wal His Asp Glu 
385 390 395 400 

Phe Arg Thr Ala Ala Val Glu Gly Pro Phe Val Thr Leu Asp Met Glu 
405 410 415 

Asp Cys Gly Tyr Asn. Ile Pro Glin Thr Asp Glu Ser 
420 425 

<210> SEQ ID NO 52 
&2 11s LENGTH 1305 
&212> TYPE DNA 

<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2(b) 

delta TM 

<400 SEQUENCE: 52 

atggcc caag ccctg.ccctg. gct cotgctg tdgatggg.cg cqggagtgct gcc tocc cac 60 

ggCaccCagc acggcatc.cg gct gCCCCtg C gCagcggCC togggggg.cgc CCCCCtgggg 120 

Ctgcggct gC CCC gggagaC cqacgaagag CCC gaggagc Ccggc.cggag ggg Cagctitt 18O 

gtggagatgg toggacaacct gaggggcaa.g. tcggggcagg gctactacgt ggagatgacC 240 
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gtgggcagoc ccc.cgcagac gotcaa.catc ctdgtggata caggcagoag taactittgca 3OO 

gtgggtgctg. ccc.cccacco cittcc tdcat cqc tact acc agagg cagot gttccago aca 360 

taccgg gacc tocc ggaaggg totgitatgtg ccctacaccc agggcaagt g g galaggggag 420 

citgggcaccg acctggtaag catcc.cccat ggc.cccaacg. tcactgtgcg toccaac att 480 

gctgccatca citgaatcaga caagttctitc atcaacggct coaactggga agg catcctg 540 

gggctggcct atgctgagat tdccaggctt totggtogcto gottcc.ccct calaccagtct 600 

gaagtgctgg cctotgtcgg agg gag catg atcattggag gitatc gacca citc.gctgtac 660 

acaggcagtc. tctggtatac accolatcc.gg cqggagtggit attat gaggt catcattgtg 720 

cgggtggaga totaatggaca ggatctgaaa atggactgca aggagtacaa citatgacaag 78O 

agcattgttgg acagtggcac cacca accitt cqtttgcc.ca agaaagtgtt togaagctgca 840 

gtoaaatcca toaagg cago citcct coacg gagaagttcc citgatggttt citggctagga 9 OO 

gag cagctgg totgctggca agcaggcacc accc.cittgga acatttitcc c agt catcto a 96.O 

citctacctaa toggtgaggit taccalaccag to citt.ccgca toaccatcct tcc.gcagdaa 1020 

tacct gcggc cagtggaaga tigtggccacg toccaagacg actgttacaa gtttgccatc 1080 

to acagtcat coacgggcac tottatggga gctgttatca toggagggctt citacgttgtc 1140 

tittgatcggg ccc.gaaaacg aattggctitt gctgtcagog cittgc catgt gcacgatgag 1200 

ttcaggacgg cagcggtgga aggcc cittitt gttcaccittgg acatggaaga citgtggctac 1260 

aacattccac agacagatga gtcacagoag cagcago agc agtga 1305 

<210 SEQ ID NO 53 
<211& LENGTH 434 
&212> TYPE PRT 
<213> ORGANISM: Artificial Sequence 
&220s FEATURE 
<223> OTHER INFORMATION: Description of Artificial Sequence: Hu-Asp2(b) 

delta TM 

<400 SEQUENCE: 53 

Met Ala Glin Ala Leu Pro Trp Lieu Lleu Lleu Trp Met Gly Ala Gly Val 
1 5 10 15 

Leu Pro Ala His Gly Thr Gln His Gly Ile Arg Lieu Pro Leu Arg Ser 
2O 25 30 

Gly Lieu Gly Gly Ala Pro Leu Gly Lieu Arg Lieu Pro Arg Glu Thir Asp 
35 40 45 

Glu Glu Pro Glu Glu Pro Gly Arg Arg Gly Ser Phe Val Glu Met Val 
5 O 55 60 

Asp Asn Lieu Arg Gly Lys Ser Gly Glin Gly Tyr Tyr Val Glu Met Thr 
65 70 75 8O 

Val Gly Ser Pro Pro Gln Thr Leu Asn Ile Leu Val Asp Thr Gly Ser 
85 90 95 

Ser Asin Phe Ala Val Gly Ala Ala Pro His Pro Phe Leu. His Arg Tyr 
100 105 110 

Tyr Glin Arg Glin Leu Ser Ser Thr Tyr Arg Asp Leu Arg Lys Gly Val 
115 120 125 

Tyr Val Pro Tyr Thr Glin Gly Lys Trp Glu Gly Glu Leu Gly Thr Asp 
130 135 1 4 0 

Leu Val Ser Ile Pro His Gly Pro Asn Val Thr Val Arg Ala Asn Ile 
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145 15 O 155 160 

Ala Ala Ile Thr Glu Ser Asp Llys Phe Phe Ile Asn Gly Ser Asn Trp 
1.65 170 175 

Glu Gly Ile Leu Gly Lieu Ala Tyr Ala Glu Ile Ala Arg Lieu. Cys Gly 
18O 185 190 

Ala Gly Phe Pro Leu Asn Gln Ser Glu Val Leu Ala Ser Val Gly Gly 
195 200 2O5 

Ser Met Ile Ile Gly Gly Ile Asp His Ser Leu Tyr Thr Gly Ser Leu 
210 215 220 

Trp Tyr Thr Pro Ile Arg Arg Glu Trp Tyr Tyr Glu Val Ile Ile Val 
225 230 235 240 

Arg Val Glu Ile Asn Gly Glin Asp Lieu Lys Met Asp Cys Lys Glu Tyr 
245 250 255 

Asn Tyr Asp Llys Ser Ile Val Asp Ser Gly Thr Thr Asn Lieu Arg Lieu 
260 265 27 O 

Pro Llys Llys Val Phe Glu Ala Ala Wall Lys Ser Ile Lys Ala Ala Ser 
275 280 285 

Ser Thr Glu Lys Phe Pro Asp Gly Phe Trp Leu Gly Glu Glin Leu Val 
29 O 295 3OO 

Cys Trp Glin Ala Gly Thr Thr Pro Trp Asin Ile Phe Pro Val Ile Ser 
305 310 315 320 

Leu Tyr Leu Met Gly Glu Val Thr Asn Glin Ser Phe Arg Ile Thr Ile 
325 330 335 

Leu Pro Glin Glin Tyr Leu Arg Pro Val Glu Asp Val Ala Thr Ser Glin 
340 345 350 

Asp Asp Cys Tyr Lys Phe Ala Ile Ser Glin Ser Ser Thr Gly Thr Val 
355 360 365 

Met Gly Ala Val Ile Met Glu Gly Phe Tyr Val Val Phe Asp Arg Ala 
370 375 38O 

Arg Lys Arg Ile Gly Phe Ala Wal Ser Ala Cys His Wal His Asp Glu 
385 390 395 400 

Phe Arg Thr Ala Ala Val Glu Gly Pro Phe Val Thr Leu Asp Met Glu 
405 410 415 

Asp Cys Gly Tyr Asn. Ile Pro Glin Thr Asp Glu Ser His His His His 
420 425 430 

His His 

<210> SEQ ID NO 54 
&2 11s LENGTH 2310 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 54 

atgctg.cccg gtttgg cact gct cotgctg gcc.gc.ctgga cqgctcqggc gctggaggta 60 

cc cact gatg gtaatgctgg cct gctggct galacc ccaga ttgcc atgtt citgtggcaga 120 

citgaacatgc acatgaatgt coagaatggg aagtgggatt cagatccatc agg gaccalaa 18O 

acct gcattg ataccalagga agg catcc to cagtattgcc aagaagttcta ccctgaactg 240 

cagatcacca atgtggtaga agccalaccala ccagtgacca toc agaact g g togcaa.gc.gg 3OO 

ggcc.gcaa.gc agtgcaagac ccatc.cccac tttgttgatto cota.ccgct g cittagttggit 360 

gagtttgtaa gtgatgcc ct tctic gttcct gacaagtgca aattcttaca ccaggagagg 420 
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Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 2OO 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Glu Val Cys Ser Glu Glin Ala Glu Thr Gly Pro Cys Arg Ala Met Ile 
29 O 295 3OO 

Ser Arg Trp Tyr Phe Asp Val Thr Glu Gly Lys Cys Ala Pro Phe Phe 
305 310 315 320 

Tyr Gly Gly Cys Gly Gly Asn Arg Asn. Asn. Phe Asp Thr Glu Glu Tyr 
325 330 335 

Cys Met Ala Val Cys Gly Ser Ala Met Ser Glin Ser Leu Leu Lys Thr 
340 345 350 

Thr Glin Glu Pro Leu Ala Arg Asp Pro Val Lys Leu Pro Thr Thr Ala 
355 360 365 

Ala Ser Thr Pro Asp Ala Val Asp Llys Tyr Lieu Glu Thr Pro Gly Asp 
370 375 38O 

Glu Asn. Glu His Ala His Phe Glin Lys Ala Lys Glu Arg Lieu Glu Ala 
385 390 395 400 

Lys His Arg Glu Arg Met Ser Glin Val Met Arg Glu Trp Glu Glu Ala 
405 410 415 

Glu Arg Glin Ala Lys Asn Lieu Pro Lys Ala Asp Lys Lys Ala Val Ile 
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420 425 430 

Gln His Phe Glin Glu Lys Val Glu Ser Lieu Glu Glin Glu Ala Ala Asn 
435 4 40 4 45 

Glu Arg Glin Gln Leu Val Glu Thr His Met Ala Arg Val Glu Ala Met 
450 455 460 

Lieu. Asn Asp Arg Arg Arg Lieu Ala Leu Glu Asn Tyr Ile Thr Ala Lieu 
465 470 475 480 

Glin Ala Val Pro Pro Arg Pro Arg His Val Phe Asn Met Leu Lys Lys 
485 490 495 

Tyr Val Arg Ala Glu Gln Lys Asp Arg Gln His Thr Lieu Lys His Phe 
5 OO 505 510 

Glu His Val Arg Met Val Asp Pro Llys Lys Ala Ala Glin Ile Arg Ser 
515 52O 525 

Glin Val Met Thr His Leu Arg Val Ile Tyr Glu Arg Met Asin Glin Ser 
530 535 540 

Leu Ser Lieu Lleu Tyr Asn Val Pro Ala Wall Ala Glu Glu Ile Glin Asp 
545 550 555 560 

Glu Val Asp Glu Lieu Lieu Gln Lys Glu Glin Asn Tyr Ser Asp Asp Wal 
565 570 575 

Leu Ala Asn Met Ile Ser Glu Pro Arg Ile Ser Tyr Gly Asn Asp Ala 
58O 585 59 O 

Leu Met Pro Ser Leu Thr Glu Thr Lys Thr Thr Val Glu Leu Leu Pro 
595 600 605 

Val Asn Gly Glu Phe Ser Lieu. Asp Asp Leu Glin Pro Trp His Ser Phe 
610 615 62O 

Gly Ala Asp Ser Val Pro Ala Asn Thr Glu Asn Glu Val Glu Pro Val 
625 630 635 640 

Asp Ala Arg Pro Ala Ala Asp Arg Gly Lieu. Thir Thr Arg Pro Gly Ser 
645 650 655 

Gly Lieu. Thir Asn. Ile Lys Thr Glu Glu Ile Ser Glu Wall Lys Met Asp 
660 665 670 

Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Wal His His Gln Lys Lieu 
675 680 685 

Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala Ile Ile Gly 
69 O. 695 7 OO 

Leu Met Val Gly Gly Val Val Ile Ala Thr Val Ile Val Ile Thr Leu 
705 710 715 720 

Val Met Leu Lys Lys Lys Glin Tyr Thr Ser Ile His His Gly Val Val 
725 730 735 

Glu Val Asp Ala Ala Val Thr Pro Glu Glu Arg His Lieu Ser Lys Met 
740 745 750 

Gln Glin Asn Gly Tyr Glu Asn Pro Thr Tyr Lys Phe Phe Glu Gln Met 
755 760 765 

Glin Asn 
770 

<210 SEQ ID NO 56 
&2 11s LENGTH 2253 
&212> TYPE DNA 
<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 56 
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<210 SEQ ID NO 57 
&2 11s LENGTH 751. 
&212> TYPE PRT 

<213> ORGANISM: Homo sapiens 

<400 SEQUENCE: 57 

Met Leu Pro Gly Lieu Ala Leu Lleu Lleu Lieu Ala Ala Trp Thr Ala Arg 
1 5 10 15 

Ala Leu Glu Val Pro Thr Asp Gly Asn Ala Gly Lieu Lleu Ala Glu Pro 
2O 25 30 

Glin Ile Ala Met Phe Cys Gly Arg Leu Asn Met His Met Asn Val Glin 
35 40 45 

Asn Gly Lys Trp Asp Ser Asp Pro Ser Gly Thr Lys Thr Cys Ile Asp 
5 O 55 60 

Thr Lys Glu Gly Ile Leu Gln Tyr Cys Glin Glu Val Tyr Pro Glu Leu 
65 70 75 8O 

Glin Ile Thr Asn. Wal Wall Glu Ala Asn Glin Pro Wall Thir Ile Glin Asn 
85 90 95 

Trp Cys Lys Arg Gly Arg Lys Glin Cys Lys Thr His Pro His Phe Val 
100 105 110 

Ile Pro Tyr Arg Cys Lieu Val Gly Glu Phe Wal Ser Asp Ala Lieu Lieu 
115 120 125 

Val Pro Asp Lys Cys Lys Phe Lieu. His Glin Glu Arg Met Asp Val Cys 
130 135 1 4 0 

Glu Thr His Leu. His Trp His Thr Val Ala Lys Glu Thr Cys Ser Glu 
145 15 O 155 160 

Lys Ser Thr Asn Lieu. His Asp Tyr Gly Met Leu Lleu Pro Cys Gly Ile 
1.65 170 175 

Asp Llys Phe Arg Gly Val Glu Phe Val Cys Cys Pro Leu Ala Glu Glu 
18O 185 190 

Ser Asp Asn. Wall Asp Ser Ala Asp Ala Glu Glu Asp Asp Ser Asp Wall 
195 200 2O5 

Trp Trp Gly Gly Ala Asp Thr Asp Tyr Ala Asp Gly Ser Glu Asp Lys 
210 215 220 

Wal Wall Glu Wall Ala Glu Glu Glu Glu Wall Ala Glu Wall Glu Glu Glu 
225 230 235 240 

Glu Ala Asp Asp Asp Glu Asp Asp Glu Asp Gly Asp Glu Val Glu Glu 
245 250 255 

Glu Ala Glu Glu Pro Tyr Glu Glu Ala Thr Glu Arg Thr Thr Ser Ile 
260 265 27 O 

Ala Thr Thr Thr Thr Thr Thr Thr Glu Ser Val Glu Glu Val Val Arg 
275 280 285 

Glu Val Cys Ser Glu Glin Ala Glu Thr Gly Pro Cys Arg Ala Met Ile 
29 O 295 3OO 

Ser Arg Trp Tyr Phe Asp Val Thr Glu Gly Lys Cys Ala Pro Phe Phe 
305 310 315 320 

Tyr Gly Gly Cys Gly Gly Asn Arg Asn. Asn. Phe Asp Thr Glu Glu Tyr 
325 330 335 

Cys Met Ala Val Cys Gly Ser Ala Ile Pro Thir Thr Ala Ala Ser Thr 
340 345 350 

Pro Asp Ala Val Asp Lys Tyr Lieu Glu Thr Pro Gly Asp Glu Asn. Glu 
355 360 365 
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His Ala His Phe Glin Lys Ala Lys Glu Arg Lieu Glu Ala Lys His Arg 
370 375 38O 

Glu Arg Met Ser Glin Val Met Arg Glu Trp Glu Glu Ala Glu Arg Glin 
385 390 395 400 

Ala Lys Asn Lieu Pro Lys Ala Asp Llys Lys Ala Val Ile Gln His Phe 
405 410 415 

Glin Glu Lys Val Glu Ser Leu Glu Glin Glu Ala Ala Asn. Glu Arg Glin 
420 425 430 

Glin Leu Val Glu Thr His Met Ala Arg Val Glu Ala Met Lieu. Asn Asp 
435 4 40 4 45 

Arg Arg Arg Lieu Ala Lieu Glu Asn Tyr Ile Thr Ala Leu Glin Ala Val 
450 455 460 

Pro Pro Arg Pro Arg His Val Phe Asn Met Leu Lys Lys Tyr Val Arg 
465 470 475 480 

Ala Glu Gln Lys Asp Arg Glin His Thr Lieu Lys His Phe Glu His Val 
485 490 495 

Arg Met Val Asp Pro Lys Lys Ala Ala Glin Ile Arg Ser Glin Val Met 
5 OO 505 510 

Thr His Lieu Arg Val Ile Tyr Glu Arg Met Asn. Glin Ser Lieu Ser Lieu 
515 52O 525 

Leu Tyr Asn Val Pro Ala Wall Ala Glu Glu Ile Glin Asp Glu Val Asp 
530 535 540 

Glu Lieu Lieu Gln Lys Glu Glin Asn Tyr Ser Asp Asp Wall Leu Ala Asn 
545 550 555 560 

Met Ile Ser Glu Pro Arg Ile Ser Tyr Gly Asn Asp Ala Leu Met Pro 
565 570 575 

Ser Leu Thr Glu Thir Lys Thr Thr Val Glu Leu Leu Pro Val Asin Gly 
58O 585 59 O 

Glu Phe Ser Lieu. Asp Asp Leu Glin Pro Trp His Ser Phe Gly Ala Asp 
595 600 605 

Ser Val Pro Ala Asn Thr Glu Asn Glu Val Glu Pro Val Asp Ala Arg 
610 615 62O 

Pro Ala Ala Asp Arg Gly Lieu. Thir Thr Arg Pro Gly Ser Gly Lieu. Thr 
625 630 635 640 

Asn. Ile Lys Thr Glu Glu Ile Ser Glu Val Lys Met Asp Ala Glu Phe 
645 650 655 

Arg His Asp Ser Gly Tyr Glu Val His His Gln Lys Leu Val Phe Phe 
660 665 670 

Ala Glu Asp Val Gly Ser Asn Lys Gly Ala Ile Ile Gly Lieu Met Val 
675 680 685 

Gly Gly Val Val Ile Ala Thr Val Ile Val Ile Thr Leu Val Met Leu 
69 O. 695 7 OO 

Lys Lys Lys Glin Tyr Thr Ser Ile His His Gly Val Val Glu Val Asp 
705 710 715 720 

Ala Ala Val Thr Pro Glu Glu Arg His Leu Ser Lys Met Glin Glin Asn 
725 730 735 

Gly Tyr Glu Asn Pro Thr Tyr Lys Phe Phe Glu Gln Met Glin Asn 
740 745 750 

<210 SEQ ID NO 58 
&2 11s LENGTH 2.316 




















