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FIGURE 1A

Rattus norvegicus laminin-5 alpha 3 chain
Contains G1 thru G5 subdomains
Cloned as Sacl blunt/Xbal fragment

GAGCTCATTCGCAGGCCAGAGATGCTGCGAACAAGGTTGCAATTCCCATGAGGTTCAAT
GGITAAATCTGGTG T TGAAGTCCGICTGCCAAATGACCTAGAAGACTTGAAGGGATACAC
GICTCTGTICTTIGTTCCTCCAAAGACCAGACTTAAGAGAGAATGGAGGCACTGAGGACA
IGrTIGTAATGTACCTIGGAAACAAGGATGCCTCCAAGGACTACATCGECATGGCGETT
GTAGATGGCCAGCTGACGTGTGTCTACAACCTGGGGEACCCAGAAGCTCGAAGTTCAGAT
CGATCAGGTCCTGACGGAGAGTGACGTCTCAGGAGGCAGTTATGGACCGGGTGAAGTTCC
AGAGAATATATCAATTTGCCAAGCTTAATTACACCAAAGAAGCCACGTCCAATAAACCC
AAAGCTCCCGCGGTCTACGACCTGGAGGGTGGCAGTAGCAACACGCTCCTTAATTTGGA
ICCCGAGGACGCTGIGITTTATGTCGGAGGTTACCCACCGCGATT T TGAACTTCCTAGCA
GACTGCGGTTCCCTCCATACAAAGGCTGTATCCGAACTAGATGACCTCAATGAAAACGTT
CTAAGCTTGTACAATTICAAGACAACT T TCAATCTCAACACCACGGAGGTGGAGCCTTG
TAGGAGGAGAAAGGAAGAGTCAGACAAAAATTACTTTGAAGGTACAGGCTATGCTCGCA
TCCCTACTCAACCAAATGCTCCCTTCCCAAACTTCATACAGACCATCCAGACTACTGTG
GACAGAGGE T T TACTGI TCTTCGCAGAAAACCAGCGATAACTTCATATCTCTGAACATAGA
AGATGGCAATCTCATGGTIGAGATACAAACTAAATTCAGAGCCACCCAAAGAGAAGEEAA
ITTCGAGACACCATCAACGATGGCGAAAGATCATTCGATCTTAATCACAATTGGAAAACTA
CAARAACGCATGTGGATAAATGTGAACGAACGCAGTGTACGAATCGAAGGGGAAATATT
rPGAT T TCAGCACATATTAT P TGGGCCGAATTCCAATTGCAATCAGAGAAAGGTTTAACA
TCTCAACGCCTGCTTTCCAAGGCTGCATGAAGAATCTGAAGAAAACCAGTGGGGTTGTC
AGGTTGAATGATACTGIGGGTGTAACCAAGAAGTGCTCAGAAGACTGGAAGCTTGTGCG
AACCGCCTCGTTCTCCAGAGGAGGGCAGATCGAGCTTITACAAACTTGGACGTGCCCTCGA
CTGACCGCTTCCAGCTCTCCTTTIGGGETTTCAGACCTTTCAACCCAGTGGCACACTGCTC
AATCATCAGACGCGGACAAGCAGCCTGCTIGGTCACCCTGGAAGATGCGCACATTIGAGTT
GAGCACTAGGEACAGCAACATCCCAATTITCAAGTCTCCAGEGACCTACATGGACEETT
TACTGCATCATGTATCTGTAATAAGTGACACCTCAGGTCTCCGCCTTCTCATCGATGEAC
CAGGTCCTGAGAAGGRAACCAGAGGCTICCTAGCTTCTCTAACGCCCAGCAGTCGCTCCGE
CCTTGGAGCAGGTCAT I TCCGAGGGTTGTATCAGCAATGTTTTAGTCCAAAGGTTTTCAC
AGAGTCCAGAAGTCCTGGATCTGGCCAGTAAATCTACCAAGAAGGATGCATCCCTAGGA
GGCTGCAGTTTAAACAAGCCACCTTTTCTTATGT TGTTTAAAAGCTCCCAAGAGATTTAA
CAAGGGCCGGATTTTCAATGTTAATCAGCTGATGCAAGATGCACCTCAGGCCACAAGGA
GCACAGAGGCTTGGCAAGATGGGAGGTCCTGCCTACCACCTCTGAACACCAAGGCCTCT
CACAGAGCCCTGCAGTTTGGAGACAGCCCCACCAGCCACTTGCTACTCAAGCTTCCCCA
GGAACTCCTGAAACCTAGETCACAGTTTTCTTTAGACATACAGACAACTTCCCCCAAAG
GACTGGIGTTTTACGCAGGCACCAAGGACTCCTTCCTGGCTCTTTATGTCGCAGATGGEC
CGTGTTGTCTTTGCTTTIGGGEGCACGCGAGGCAAGAAACTGAGACTCAGGAGCAAGGAGAG
ATACCATGACGGEAAGTGGCACACGCTECETETTCCGGACTAAATGGAGGAAAGGCACGCC
IGGTTGTGGATGGGCTAAGGGCCCAGGRAAGECAGTTTGCCTGGAAATTICTACCATCAGC
CCCAGAGAACAGETTTACCTAGGGTTGCCGCTATCAAGAAAGCCAAAGAGCCTACCCCA
GCACAGTITTGTGGGGTGCCTGAGAGATTTCCAGTTGAACTCGAAACCCCTGGATTCTC
CTTCTGCEGAGCGT I GGG TATCTCCCTGCTTGGCTGGCTCTTTAGAGAAAGGCATTTAT
ITrCTCCCAAGGAGGAGGCCATGTGATCCTAGCCAATTCTGTGTCCTTGGGGCCAGAGCT
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FIGURE 1B
TAAGCTCACTTTCAGCATICGCCCACGGAGTCTCACTGGGGICTTAATACACGTCGGAA

GICAATCTGGACAGCGCTTAAGTGTGTACATGGAGGCAGGAAAGGTCACAACCTCTGIG
AGCAGTGATGCAGGAGGAAGTGTGACATCAATTACACCGAAGCAGTCICTGTGTCGATGE
ACAGTGECACTCGGTGGCAGTCTCCATTAAACAGCGCATCCTGCATCTAGA
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atgaggttcaatggtaasatctggtgttgaagtccgtctgecaaat
M R F N G K §$ 6 Vv E V R L P N
gacctagaagacttgaagggatacacgtctctgtectttgttccte
b L £E DL K G Y T 5§ L 8 L F L
caaagaccagacttaagagagaatggaggcactgaggacatgttt
R P DL R ENGGTE D M F
glaatgtaccttggaaacaaggatgcctecaaggactacategge
vV M ¥ L 6 N K D A 8 X D Y I G
atggcggttgtagatggecagectgacgtgtgtcoctacaacctgggg
M A Vv V D 6 Q L T C V Y N L G
gaccgagaagctgaagticagatcgatcaggtecctgacggagagt
p R E A E V O I b ¢ V L T E 5
gagtctcaggaggcagttatggaccgggtgaagttccagagaata
E 8 ¢ E A V M D R V K F ¢ R I
tatcaatttgccaagcitaattacaccaaagaagccacgtecaat
Yy O F A KL N Y T K E A T S5 N
aaacccaaagcteoegeggtectacgacctggagggtggecagtage
K P K A P A V Y D L E G G 5 8
aacacgctccttaatttggatccecgaggacgetgtgbtittatgte
N T L L N L D P E D A V F Y V
ggaggttacccaccggattttgaacttcctagecagactgeggtte
G 6 Y P P D F ETL P 5 R L R F
cctcecatacaaaggetgtategaactagatgaccteaatgaaaac
p P Y K G ¢ I E L DD L N E N
gttctaagcttgtacaatttcaagacaactttcaatctcaacacc
v L §$ L Y ¥ F K T T F N L N T
acggaggtggagccttgtaggaggagaaaggaagagtcagacaaa
T E v E P C R R R K E E S D K
aattactttgaaggtacaggctatgetcgeatcectactcaacea
N Y F E GG T G Y A R = P T ¢ P
aatgctceccttcccasacttcatacagaccateccagactactgtyg
N A P F P N F I ¢ T I ¢ T T V
gacagaggtttactgttecttegecagaaaaccaggataacttcata
DR G L L ¥ F A E N Q D N F I
tctctgaacatagaagatggcaatctcatggtgagatacaaacta
s L. N T E D G N L M V R Y K L
aattcagagccacccaaagagaagggaattcgagacaccatcaac
N 5 E P P K E K G I R D T I N
gatgggaaagatcattcegatcettaatcacaattggaaaactacaa
D G K D H 5§ I L I T I G K L Q
aaacgcatgtggataaatgtgaacgaacgcagtgtacgastcgaa
K R M W I N V N E R 5 V R I E
ggggaaatattTgatttcagcacatattatttgggcggaattcea
G E I P D F S T Y Y ILL G G I P
attgcaatcagagaaaggtttaacatetcaacgectgetttecaa
I A I R E R F N I 5 T P A F O
ggctgcatgaagaatctgaagaaaaccagtggggttgtcaggttyg
G ¢ M K N L K K T S8 G VvV VvV R L

US 7,838,000 B2
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FIGURE 1C
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K 5 T K K D A S L G G C S L N
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K p P F L M L. F K 5 P K R F N
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K 6 R I F N vV N 0 L M g D A P
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L P P L NT K A 5 H R A L @ F
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L. L K P R 8 ¢ F S L D I ¢ T T
tcecececcaaaggactggtgttttacgecaggecaccaaggactecttce
s P K 6 L V F Y A G T K D S5 F
ctggetetttatgtegeagatggeecgtgtigtettigetitgggg
L A L ¥Y v AD G RV V F A L G
gcaggagggaagaaactgagactcaggagcaaggagagataccat
A 66 G K K h. R L R 3 K E R Y H
gacgggaagitggcacacggtggtgttcggactaaatggaggaaaqg
b 6 K W H T Vv vV F G L N G G K
gecacgcctggttgtggatgggectaagggeccaggaaggecagtttg
AR L Vv V. b G L R A Q E G § L
cctggaaattctaccatcagecccagagaacaggtttacctagag
P 66 N 5 T I S P R E Q V Y L G
ttgccgctatcaagaaagccaaagagcectaccccagecacagtttt
L p L 38 R K P K 5§ L P ¢ H S8 F
gtggggtgcectgagagatttcecagtigaactcgaaaccectggat
v 6 ¢ L R D F 0 L N S K P L D
tctecttetgegaggttiggggtatectecocetgettgggtggctet
s P 5 A R F GV 3 P C L G G B
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FIGURE 1D

2343

2388

2433

2478

2523

2568

2613

ttagagaaaggcatttatttcteccecaaggaggaggeccatgtgate
L E K ¢ I ¥ F 58 ¢ 6 6 6 H v I
ctagccaattectgtgtecttggggecagagecttaagetcacttic
L A N S V S L 6 P E L K L T F
agcattcgcccacggagtectcactggggtecttaatacacgtegyga
s I R P R 5 L T G VvV L I H V G
agtcaatcitggacagcgcettaagtgtgtacatggaggcaggaaag
S ¢ 35 G ¢ R L, 5 VY M E A G K
gtcacaacctctgtgagecagtgatgecaggaggaagtgtgacatca
v T T § VvV 8 585 b A G & 5 V T S
attacaccgaagcagtctctgtgtgatggacagtggcacteggtyg
I T P K O 5 L C D G Q9 W H &5 V
gcagtctccattaaacagecgeatcctgeatctaga 2647

A Vv 5 I K ¢ R I L H L
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FIGURE 2A

Rattus norvegicus laminin-5 alpha 3 chain
Contains Gl thru G3 subdomains
Cloned as Pvull/Xbal blunt fragment

GAGCTCATTCAGCAGGCCAGAGATGCTGCGAACAAGGTTGCAATTCCCATGAGETTCAA
IGGTAAATCTGGTGTTGAAGTCCGTCTGCCAAATCGACCTAGAAGACTTGAAGGGATACA
CGTCTCTGTCTTTGTICCTCCAAAGACCAGACTIAAGAGAGAATGGAGGCACTGAGGAL
ATGTITGTAATGTACCIIGGAAACAAGGATGCCTCCAAGGACTACATCGGCATGECGET
IGITAGATGGCCAGCTGACGIGTGTCTACAACCTGGGGCGACCCGAGAAGCTCGAAGTTCAGA
IrCGATCAGGTCCTGACGGAGAGTGAGTCTCAGGAGGCAGTTATGGACCCGGGTGAAGTIC
CAGAGAATATATCAATTTGCCAAGCTTAATTACACCAAAGAAGCCACGTCCAATAAACC
CAAAGCTCCCECGETCTACGACCTGCGAGGGTGGCAGTAGCAACACGCTCCTTAATTTGG
ATCCCGAGGACGCTGIGTTIITATGTCGGAGGTTACCCACCGGATTTTGAACTTICCTAGC
AGACTGCGGTTCCCTCCATACAAAGGCTGTATCGAACTAGATGACCTCAATGARAACGT
TCTAAGCTTGTACAATTTCAAGACAACTTTCAATCTCAACACCACGGAGGTGGAGCCTT
GTAGGAGGAGAAAGGAAGAGTCAGACAARAAATTACTTTGAAGGTACAGGCTATGCTCGC
ATCCCTACTCAACCAAATGCTCCCTTCCCAAACTTCATACAGACCATCCAGACTACTGT
GGACAGAGGTTTACTGTTCTTCGCAGAAAACCAGGATAACTTCATATCTCTGAACATAG
AAGATGGCAATCTCATGGTGAGATACAAACTAAATTCAGAGCCACCCAAAGAGAAGGGA
ATTCGAGACACCATCAACGATGGGAAAGATCATTCGATCTTAATCACAATTGGAAAACT
ACAAAAACGCATGTGGATAAATGTGAACGAACGCAGTGTACGAATCGAAGGGGAAATAT
TTGATTTCAGCACATATTATTTGGGCGGAATTCCAATTGCAATCAGAGAAAGGTTTAAC
ATCTCAACGCCTGCTTICCAAGGCTGCATGAAGAATCTGAAGAAAACCAGTGGGGTTIGT
CAGGTTIGAATGATACTGTGGGIGTAACCAACGAAGTGCTCAGAAGACTGGAAGCTTGTGC
GAACCGCCTCGTTCTCCAGAGGAGGGCAGATGAGCTITACAAACTTGGACGTGCCCTCG
ACTGACCGCTTCCAGCTCTICCTTTGGGTTTCAGACCTTTCAACCCAGTGGCACACTGCT
CAATCATCAGACGCGGACAAGCAGCCTGCTGGTCACCCTGGAAGATGGGCACATTGAGT
TGAGCACTAGGGACAGCAACATCCCAATTTTCAAGTCTCCAGGCACCTACATGGACGET
TTACTGCATCATGTATCTGTAATAAGTGACACCTCAGGTCTCCGCCTTCTCATCGATGA
CCAGGTCCTGAGAAGGAACCAGAGGCTTCCTAGCTTCTCTAACGCCCAGCAGTCECTCC
GCCTTGGAGGAGGTCATTTCCGAGGGI TGTATCAGCAATGTTTTAGTCCAAAGGTTTTCA
CAGAGTCCAGAAGTCCIGGATCTGGCCAGTAAATCTACCAAGAAGGATGCATCCCTAGS
AGGCTGCAGTTTAAACAAGCCACCTT TTCTTATGTTGTTTAAAAGTCCCAAGAGATTTA
ACAAGGGCCGGATTTTCAATGTTAATCAGCTG

49 atgaggttcaatggtazatctcgtgttgaagtccgtctgoczaat
M R F N G K § G V E V R L P N

94 gacctagaagacttgaagggatacacgtctectgtotttgttecte
p L EpDL K GY T S L 5 L F L

139 caaagaccagacttaagagagaatggaggcactgaggacatgttt
@ R P DL R E NG G T E D M F

184 gtaatgtaccttggaaacaaggatgcctccaaggactacatcogge
vV M ¥ L G N K D A S K D Y I @G

229 atggcyggttgtagatggccagcectgacgtgtgtctacaacectgggg
M AV VvV D G g L T C Vv Y N L G
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FIGURE 2B
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gaccgagaagctgaagttcagatcgatcaggtcctgacggagagt
b R E A E V ¢ I D Qg V L T E 5
gagtectecaggaggeagtiatggacegggigaagttececagagaata
E S ¢ E A V M DD R V K ¥ @ R I
tatcaatttgcecaagecttaattacaccaaagaageccacgtcecaat
Y ¢ F A KL N Y T K E & T S5 N
aaacccaaagcteccgeggtctacgacctggagggtggcagtage
K P KA P AV Y D L E G G 5 5
aacacgctccttaatttggatcccgaggacgctgtgttttatgte
N T L L N L D P E D & V F Y V¥V
ggaggttacccaccggattttgaacttcecctagcagactgeggttco
G 6 ¥ P P D F EL P 58 R L R F
cctecatacaaaggetgtategaactagatgacctecaatgaaaac
P P Y K G C I E L D DL N E N
gttctaagcttgtacaatttcaagacaactitcaatctecaacace
v L s L Y N ¥ K T T F N L N T
acggaggtggagccttgtaggaggagaaaggaagagtcagacasaa
T B V E P C R R R K E E S D K
aattactttgaaggtacaggctatgctecgecatcectactcaacca
N Y F E G T G ¥ A R I P T Q P
aatgctcccttcocccaaactitcatacagaccateccagactactgtyg
N A P F P N F I 0 T I O T T V
gacagaggtttactgttcttcgcagaaaaccaggataacttcata
b R G L L ¥F F A E N @ D N F I
tctotgaacatagaagatggeaatcteatggtgagatacaaacta
s L NI E D G N L M V R Y K L
aattcagagccacccaaagagaagggaattcgagacaccatcaac
N 8§ B P P K E K G I R D T I N
gatgggaaagatcattcgatcitaatcacaattggaaaactacaa
b & K b H 8§ I L I T I G K L Q@
aaacgcatgtggataaatgtgaacgaacgcagtgtacgaatcecgaa
K R M W I N V N E R § V R I E
ggggaaatatttgatttcagcacatattatttgggecggaattcea
G & I F D F 5 T Y Y L G G I P
attgcaatcagagaaaggtttaacatctcaacgectgetitecaa
I A I R ERVF N I 85 T P A F ©Q
ggctgeatgaagaatoctgaasgaaaacecagtggggttgtcoggttyg
G ¢ M K N L K KT S G V V R L
aatgatactgtgggtgtaaccaagaagtgctcagaagactggaag
N D T V G V T K K C 5 E D W K
cttgtgcgaaccgectegtteteccagaggagggcagatgagettt
L v R T A 5§ F 8 R G GG g M 5 F
acaaacttggacgtgccctcgactgacegettccagetetecttt
T wm L D V P 5 T D R F @ L § F
gggtttcagacctttcaacccagtggcacactgectcaatcatcaqg
G Fr @ T F Q@ P S G T L L W H O
acgcggacaagcagectgectggtecacectggaagatgggecacatt
T R T 8 8 L L v T L E D G E I
gagttgagecactagggacagcaacatcccaattttcaagtcectcea
E L 85 T R D S N I P I F K S5 P
gggacctacatggacggtttacitgeatcatgtatetgtaataagt
G T™ ¥y Mm b 6 L L H B VvV § Vv I S
gacacctcaggtctcecegecticteatecgatgaccaggtectgaga
bp T s 6 L R L L I D D ¢ VvV L R
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FIGURE 2C

1489 aggaaccagaggcttectagetictetaacgeccageagtegete
R N O R L P S5 F 5§ N & ¢ O 5 L

1534 cgeccttggaggaggtcatttegagggttgtatcageaatgtttta
R L 6 G G H F E GG C I 8§ N V L

1579 gtccaaaggttttcacagagtccagaagtecctggatetggecagt
v ¢ R F 5 0 S5 P E V L DL A S

1624 aaatctaccaagaaggatgcatccctaggaggctgcagtttaaac
K s T K K D A S L G G C S L N

1669 aagccaccttttcttatgttgtttaaaagtcccaagagatttaac
K p P F L. M L F K 5 P K R F N

1714 aagggccggattttcaatgttaatcagetg 1743
K 6 R I F N V N @ L



U.S. Patent Nov. 23,2010 Sheet 8 of 14 US 7,838,000 B2

FIGURE 3

Rattus norvegicus laminin-5 alpha 3 chain
Contains G3 subdomain
Cloned as EcoRI/Pvull blunt fragment

GAATTCCAATTGCAATCAGAGAAAGGTTTAACATCTCAACGCCTGCTTTCCAAGGCTGCATG
AAGAATCTGAAGAAAACCAGTGGGGTTGTCAGGTTGAATGATACTGTGGGTGTAACCAAGAA
GTGCTCAGAAGACTGGAAGCTTGTGCGAACCGCCTCGTTCTCCAGAGGAGGGCAGATGAGCT
TTACAAACTTGGACGTGCCCTCGACTGACCGCTTCCAGCTCTCCTTTGGETTTCAGACCTTT
CAACCCAGTGGCACACTGCTCAATCATCAGACGCGGACAAGCAGCCTGCTGGTCACCCTGGA
AGATGGGCACATTGAGTTGAGCACTAGGGACAGCAACATCCCAATTTTCAAGTCTCCAGGGA
CCTACATGGACGGTTTACTGCATCATGTATCTGTAATAAGTGACACCTCAGGTCTCCGCCTT
CTCATCGATGACCAGGTCCTGAGAAGGAACCAGAGGCTTCCTAGCTTCTCTAACGCCCAGCA
GTCGCTCCGCCTTGGAGGAGGTCATTTCGAGGGTTGTATCAGCAATGTTTTAGTCCAAAGGT
TTTCACAGAGTCCAGAAGTCCTGGATCTGGCCAGTAAATCTACCAAGAAGGATGCATCCCTA
GGAGGCTGCAGTTTAAACAAGCCACCTTTTCTTATGTTGTTTAAAAGTCCCAAGAGATTTAA
CAAGGGCCGGATTTTCAATGTTAATCAGCTG

60 atgaagaatctgaagaaaaccagtggggttgtcaggttgaatgat
M K N L K X T 8 G v V R L N D
105 actgtgggtgtaaccaagaagtgctcagaagactggaagcttgtg
T v 6 v T K K ¢ 8 E D W K L V
150 cgaaccgcctecgttctccagaggagggcagatgagetttacaaac
R T A S F 8 R G G QM S F TN
195 ttggacgtgccctecgactgaccgecttecagetetectttgggttt
L b v P 8 T D R F QL 8 F G F
240 cagacctttcaacccagtggcacactgetcaatcatcagacgegg
Q T F @ P 8 G T L L N H Q T R
285 acaagcagcectgctggtcaccctggaagatgggcacattgagttg
T 8§ $s L. L v T L E D G H I E L
330 agcactagggacagcaacatcccaattttcaagtctccagggacce
S T R D S N I P I F K S P G T
375 tacatggacggtttactgcatcatgtatctgtaataagtgacacc
Y M D 6 L L H H Vs VvV I & D T
420 tcaggtctccgeccttcectecategatgaccaggtectgagaaggaac
S ¢ L R L L I DD V L R R N
465 cagaggcttcctagcettetetaacgcecagcagteogetecgeett
Q R L P 8 F S N A Q @ S L R L
510 ggaggaggtcatttcgagggttgtatcagcaatgttttagtccaa
G 6 G H F E G C I 8 N V L V Q
555 aggttttcacagagtccagaagtcctggatctggccagtaaatct
R P S Q¢ 8 P E V L D L A S K 8
600 accaagaaggatgcatccctaggaggctgcagtttaaacaagceca
T K K DA S L.G G C S L N K P
645 ccttttcecttatgttgtttaaaagtcccaagagatttaacaagggc
P F L M L F K S P KR F N K G
690 cggattttcaatgttaatcagctg 713
R I F N V N Q L
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1
INHIBITION OF PATHOGENIC AGENTS
INCLUDING 061 INTEGRIN RECEPTOR OR
.64 INTEGRIN RECEPTOR AT A SURFACE

CROSS REFERENCE TO RELATED
APPLICATIONS

The present application is a continuation application of
U.S. patent application Ser. No. 10/817,423 having a filing
date of Apr. 2, 2004, now abandoned.

BACKGROUND OF THE INVENTION

While treatment of disease has progressed far in the last
century, many current treatments leave much to be desired
when considering the overall welfare of the patient. For
instance, currently, chemotherapy and radiation treatment
remain the most widely used forms of cancer treatment
known. However, such treatments are generic in their attack
on the patient’s system, attacking both healthy as well as
diseased tissues and systems.

Many pathogenic agents, such as cancer cells, for example,
use naturally occurring cellular surface receptors, primarily
integrins, not only to invade healthy tissue but also for motil-
ity within the host body, which, in the case of cancer, can lead
to metastasis. Integrins are part of a large family of cell
adhesion receptors that are involved in cell/extracellular
matrix as well as cell/cell interaction. Integrins are the main
method that cells utilize to bind to and respond to the extra-
cellular matrix. Functionally, integrin receptors are com-
posed of two transmembrane glycoprotein subunits, an o
subunit and a f§ subunit. Presently, 16a and 83 subunits have
been identified.

Pathogens which contain and utilize integrin receptors for
interaction with the extracellular matrix or cells of a host can
exhibit highly efficient invasion of and motility within an
organism due to the nature of the integrin/ligand interactions.
Specifically, individual integrin receptors bind their ligands
with low affinity (on the order of 1075 to 10~ liters/mole),
however, they also exist on cell surfaces in very high concen-
tration, generally 10 to 100 times greater than other types of
cell-surface receptors. Following suitable stimulation, inte-
grins on a cell surface will cluster and form hemidesmosomes
which can provide a focal contact for adhesion. The combined
weak affinities of the multiple integrins at the focal contact
can give rise to a spot on the cell surface with suitable adhe-
sive capacity to form an adherence to the ligand. This binding
motif provides a method for a single integrin-containing cell
to bind simultaneously but weakly to a large number of matrix
molecules while still maintaining the ability to explore the
cellular environment. The low affinity integrin/ligand binding
motif thus provides an efficient route for integrin-containing
pathogens to bind to and invade healthy cells while still main-
taining cell motility for further invasion.

What is needed in the art are novel treatment methods for
disease that can specifically target the pathogens of the dis-
ease. Specifically, what is needed in the art are treatment
methods that can interfere with the binding processes of the
pathogens and prevent initial invasion of healthy cells and
motility of the pathogens within the body. Additionally, what
is needed in the art is a method to specifically target and bind
pathogens with disease fighting agents, such as chemo-
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therapy agents, while not grossly interfering with the healthy
systems and tissue that the disease has not yet affected.

SUMMARY OF THE INVENTION

According to one embodiment of the present invention, a
therapeutic composition for treatment of disease is disclosed.
The therapeutic composition can include a polypeptide
capable of binding to at least one of a6p1 integrin receptor
and a6p4 integrin receptor, wherein the polypeptide com-
prises the G domain of the laminin-5 3 chain or a fragment,
mutant, homolog, ortholog, analog, or allele thereof. The
therapeutic composition also includes a pharmaceutically
compatible carrier for the polypeptide.

In one particular embodiment, the polypeptides of the
present invention can comprise the polypeptide as disclosed
in SEQ ID NO:2, or a fragment, mutant, homolog, ortholog,
analog, or allele thereof. Optionally, the polypeptides of the
present invention can comprise the polypeptide as disclosed
in SEQ ID NO:4 or SEQ ID NO: 6 or fragments, mutants,
homologs, orthologs, analogs, or alleles of such. In one
embodiment, the polypeptide can have at least 70% sequence
identity with the reference sequence, i.e., SEQ ID NO:2, SEQ
ID NO:4, or SEQ ID NO:6.

The therapeutic composition of the present invention can
be in any suitable form. For instance, the composition can be
a solid or a liquid composition. In various embodiments, the
pharmaceutically compatible carrier can include a gelatin,
water, an oil, or a sustained release matrix.

The compositions of the present invention can also include
other therapeutic agents, in addition to the disclosed polypep-
tides. For instance, the compositions can include one or more
chemotherapeutic agents or radioactive agents for treatment
of a disease, such as a cancer.

In one embodiment, the therapeutic agent of the present
invention can be a fused or chimeric polypeptide agent.
According to this embodiment, the therapeutic agent can
include a first component comprising a polypeptide capable
of'binding to at least one of a6p31 integrin receptor and a.64
integrin receptor, wherein the polypeptide comprises the G
domain of the laminin-5 a3 chain or a fragment, mutant,
homolog, ortholog, analog, or allele thereof. The agent can
also include a second component that is chemically bound to
the first component. The second component can be any agent
for use in the treatment of the disease. For instance, the
second component can contribute to the destruction or neu-
tralization of the pathogen bound by the polypeptides of the
invention.

The second component can be a protein or a non-protein
agent, as desired. For example, the second component can be
cytokines, whole antibodies or fractions thereof, cell-surface
receptors, ligands for cell-surface receptors, or any suitable
organic molecules.

The disclosed invention is also directed to the nucleotide
sequences that encode the therapeutic agents. In one particu-
lar embodiment, the disclosed invention is directed to an
isolated polynucleotide including a first nucleotide sequence
encoding the disclosed polypeptides and a second nucleotide
sequence that encodes a polypeptide for use in the destruction
or neutralization of the pathogens that can be bound by the
polypeptides of the invention.

In various embodiments, the first nucleotide sequence can
have at least about 70% sequence identity with SEQ ID NO:1,
SEQ ID NO:3, or SEQ ID NO: 5.

The isolated polynucleotide can, in one embodiment be
operably linked to an expression control sequence.
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The invention is also directed to a host cell transformed
with the disclosed polynucleotides. A host cell can be, for
example, a bacterial, yeast, mammalian, insect, or plant cell.

The present invention is also directed to methods of treat-
ing a disease, such as, for example, breast cancer, with the
disclosed therapeutic agents. In general, the methods include
contacting a pathogen that includes a6 1 integrin receptors
and/or a.6p4 integrin receptors on the surface thereof with the
therapeutic agents as herein described. Upon contact, the
therapeutic agents can then bind to the pathogen.

For example, the method can be carried out in vivo and the
therapeutic agent can contact the pathogen via a suitable
pharmaceutically acceptable administration system. The
binding of the agent to the pathogen can mask the integrin
receptors of the pathogen and thus prevent the pathogen from
binding to the extracellular matrix of the host. In certain
embodiments, the method can also include the delivery of a
second component of the therapeutic agent to the pathogen,
the second component aiding in the destruction or neutraliza-
tion of the pathogen.

Pharmaceutically acceptable administration systems can
include, for example, parenteral systems, oral systems, and
sustained release systems.

BRIEF DESCRIPTION OF THE FIGURES

A full and enabling disclosure of the present invention,
including the best mode thereof, to one of ordinary skill in the
art, is set forth more particularly in the remainder of the
specification, including reference to the accompanying fig-
ures, in which:

FIGS. 1A-1D depict the nucleotide (SEQ ID NO: 1) and
the amino acid (SEQ ID NO: 2) sequences of the complete
globular domain G-1 to G-5 of the Rattus norvegicus lami-
nin-5 &3 chain;

FIGS. 2A-2C depict the nucleotide (SEQ ID NO: 3) and the
amino acid (SEQ ID NO: 4) sequences of the globular sub-
domains G-1 through G-3 of the Rattus norvegicus laminin-5
a3 chain;

FIG. 3 depicts the nucleotide (SEQ ID NO: 5) and the
amino acid (SEQ ID NO: 6) sequences of the G-3 subdomain
of the Rattus norvegicus laminin-5 a3 chain;

FIG. 4 depicts a restriction map for plasmid 5C5 and plas-
mid 3'a3 utilized in the Examples;

FIG. 5 is a table depicting cloning and expression vectors
constructed and utilized in Example 1; and

FIG. 6 graphically illustrates the level of crystal violet
incorporation by MDA-MB-435 breast cancer cells bound to
recombinant (r) laminin-5 a3 chain G3 domain protein (SEQ
1D NO:6) following coating of the protein to plate wells at
various concentrations.

FIG. 7 graphically illustrates the level of crystal violet
incorporation by MDA-MB-435 breast cancer cells bound to
recombinant (r) rat laminin-5 a3 chain G3 domain protein
(SEQ ID NO:6) following coating of the protein to plate wells
at various concentrations. Portions of the breast cancer cells
were incubated with either anti-a6 integrin monoclonal anti-
body or mouse Ig(G2a isotope prior to plating.

FIG. 8 graphically illustrates cell proliferation of MDA-
MB-435 breast cancer cells following binding of the cancer
cells to recombinant (r) rat laminin-5 &3 chain G3 domain
protein (SEQ ID NO:6).

FIG. 9 graphically illustrates cell proliferation of MDA-
MB-435 breast cancer cells following binding of the cancer
cells to recombinant (r) rat laminin-5 &3 chain G3 domain
protein (SEQ ID NO:6). Portions of the breast cancer cells
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were incubated with either anti-a6 integrin monoclonal anti-
body or mouse Ig(G2a isotope prior to plating.

Definitions of Terms

“Polypeptide” is herein defined to indicate a molecular
chain of amino acids and does not refer to a specific length of
the product. Thus, peptides, oligopeptides and proteins are
included within the definition of polypeptide. This term is
also intended to include polypeptides that have been sub-
jected to post-expression modifications such as, for example,
glycosylations, acetylations, phosphorylations and the like.

For purposes of this disclosure, the term “protein” is herein
defined to include any molecular chain of amino acids that is
capable of interacting structurally, enzymatically or other-
wise with other proteins, polypeptides or any other organic or
inorganic molecule.

The term “fragment” in reference to a protein or polypep-
tide is herein defined as an amino acid sequence of that
protein that is shorter than the entire protein, but comprising
at least about 25 consecutive amino acids of the full polypep-
tide.

For purposes of this disclosure, an “ortholog” is herein
defined to be a nucleotide or polypeptide sequence with simi-
lar function to a nucleotide or polypeptide sequence in an
evolutionarily related species. Loci in two species are said to
be “orthologous” when they have arisen from the same locus
of their common ancestor. Orthologous polynucleotide
sequences exist at loci in different species that are sufficiently
similar to each other in their nucleotide sequences to suggest
that they originated from a common ancestral sequence.
Orthologous sequences arise when a lineage splits into two
species, rather than when a sequence is duplicated within a
genome. Proteins that are orthologs of each other are encoded
by genes of two different species, and the genes are said to be
orthologous.

The term “mutant” is herein defined to be a polypeptide
that includes any change in the amino acid sequence relative
to the amino acid sequence of the reference polypeptide. Such
changes can arise either spontaneously or by manipulations
including those chemical derivatives brought about by chemi-
cal energy (e.g., X-ray), other forms of chemical mutagen-
esis, by genetic engineering, or as a result of mating or other
forms of exchange of genetic information. Mutations include,
e.g., base changes, deletions, insertions, inversions, translo-
cations, or duplications. Mutants may or may not also com-
prise additional amino acids derived from the process of
cloning, e.g., amino acid residues or amino acid sequences
corresponding to full or partial linker sequences. Mutants/
fragments of the polypeptides of the present invention can
also be generated by PCR cloning, or by Pseudomonas
elastase digestion, as described by Mariyama, M. et al. (1992,
J. Biol. Chem. 267:1253-1258).

The term “homolog” is herein defined to describe two
nucleotide or polypeptide sequences that differ from each
other by substitutions that do not effect the overall function-
ing of the polypeptide. For example, when considering
polypeptide sequences, homologs include polypeptides hav-
ing substitution of one amino acid at a given position in the
sequence for another amino acid of the same class (e.g.,
amino acids that share characteristics of hydrophobicity,
charge, pK or other conformational or chemical properties,
e.g., valine for leucine, arginine for lysine). Homologs also
include polypeptides and nucleotide sequences including one
or more substitutions, deletions, or insertions, located at posi-
tions of the sequence that do not alter the conformation or
folding of the polypeptide to the extent that the biological
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activity of the polypeptide is destroyed. Examples of possible
homologs include polypeptide sequences including substitu-
tion of one non-polar (hydrophobic) residue such as isoleu-
cine, valine, leucine or methionine for one another; the sub-
stitution of one polar (hydrophilic) residue for another such as
between arginine and lysine, between glutamine and aspar-
agine, or between threonine and serine; the substitution of one
basic residue such as lysine, arginine or histidine for another;
the substitution of one acidic residue, such as aspartic acid or
glutamic acid for the another; or the use of a chemically
derivatized residue in place of a non-derivatized residue, as
long as the homolog polypeptide displays substantially simi-
lar biological activity to the reference polypeptide, and in
particular the ability to be recognized and be bound by a6f1
and/or a.6p4 integrin receptors.

The term “analog” is herein defined to be a non-natural
molecule substantially similar to either the entire reference
protein or polypeptide, or a fragment or allelic variant thereof,
and having substantially the same or superior biological
activity. The term “analog” is intended to include derivatives
(e.g., chemical derivatives, as defined above) of the biologi-
cally active polypeptide, as well as its fragments, mutants,
homologs, orthologs, and allelic variants, which derivatives
exhibit a qualitatively similar agonist or antagonist effect to
that of the unmodified polypeptide.

The term “allele” of a polypeptide is herein defined to be a
polypeptide sequence containing a naturally-occurring
sequence variation relative to the polypeptide sequence of the
reference polypeptide. Similarly, an allele of a polynucleotide
encoding the polypeptide is herein defined to be a polynucle-
otide containing a sequence variation relative to the reference
polynucleotide sequence encoding the reference polypeptide,
where the allele of the polynucleotide encoding the polypep-
tide encodes an allelic form of the polypeptide.

“Operably linked” refers to a situation wherein the com-
ponents described are in a relationship permitting them to
function in their intended manner. For instance, a control
sequence “operably linked” to a coding sequence is ligated in
such a manner that expression of the coding sequence is
achieved under conditions compatible with the control
sequence. A “coding sequence” is a polynucleotide sequence
which is transcribed into mRNA and translated into a
polypeptide when placed under the control of (e.g., operably
linked to) appropriate regulatory sequences. The boundaries
of the coding sequence are determined by a translation start
codon at the 5'-terminus and a translation stop codon at the
3'-terminus. Such boundaries can be naturally-occurring, or
can be introduced into or added to the polynucleotide
sequence by methods known in the art. A coding sequence can
include, but is not limited to, genomic DNA, mRNA, cDNA,
and recombinant polynucleotide sequences.

The term “sequence identity,” as used herein, refers to the
subunit sequence similarity between two polymeric mol-
ecules. For example, the sequence similarity between two
polynucleotides or two polypeptides. When a subunit posi-
tion in both of the two molecules is occupied by the same
monomeric subunit, then they are identical at that position.
The identity between two sequences is a direct function of the
number of matching or identical positions. For example, if
half of the positions in two peptide or compound sequences
are identical, then the two sequences are 50% identical. The
identity between two sequences is a direct function of the
number of matching or identical positions. Thus, if a portion
of the reference sequence is deleted in a particular peptide,
that deleted section is not counted for purposes of calculating
sequence identity. For example, when comparing a first poly-
mer including monomers R; R,R R, R R with another poly-
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mer including monomers R;R,R;R, R, the two polymers
have 5 out of 6 positions in common, and therefore would be
described as sharing 83.3% sequence identity.

The term “pathogen” is herein defined to include any dis-
ease causing agent. Pathogens can include disease causing
agents that can infect a host from an external source, such as
bacteria, fungus, virus, and the like, as well as pathogenic
agents arising within the carrier of the disease, including
abnormal cells such as cancer cells.

DETAILED DESCRIPTION OF THE INVENTION

Reference will now be made in detail to various embodi-
ments of the invention, one or more examples of which are set
forth below. Each embodiment is provided by way of expla-
nation ofthe invention, not limitation of the invention. In fact,
it will be apparent to those skilled in the art that various
modifications and variations may be made in the present
invention without departing from the scope or spirit of the
invention. For instance, features illustrated or described as
part of one embodiment, may be used in another embodiment
to yield a still further embodiment. Thus, it is intended that the
present invention cover such modifications and variations as
come within the scope of the appended claims and their
equivalents.

The present invention is generally directed to a novel
immunotherapy in which a protein or polypeptide agent is
produced that is capable of binding to the surface receptors of
a pathogen. Through this binding, the agent can mask the
receptors of the pathogen and prevent the binding of the
pathogen to healthy host cells. In addition, through this bind-
ing, the agent can, in one particular embodiment, be utilized
to carry and bind other materials to the pathogen that can
encourage the destruction or neutralization of the pathogen.
More specifically, the therapeutic agents of the present inven-
tion comprise at least a portion of a laminin-5 chain that can
be utilized as an immunotherapeutic agent against pathogens
that include at6f1 and/or a6f4 integrin receptors on the sur-
face of the pathogen.

Laminin is one of a family of heterotrimer protein com-
plexes formed from various combinations of different c, 3,
and v subunit chains. Laminins in general can be found in the
basement membranes of the extracellular matrix and interact
with other matrix macromolecules to contribute to cell dif-
ferentiation, movement and maintenance. Laminin-5, com-
prising an a3 chain, a 3 chain, and a y2 chain, is a member
of the laminin family that has been shown to function as an
adhesion and migration component for certain cells. The ter-
minal portion of the laminin-5 3 chain, the G domain, is
further subdivided into 5 sub-domains, G1, G2, G3, G4, and
G5. The G subdomains of the laminin-5 a3 chain have been
shown to be necessary for adherence of laminin-5 to cells
which have certain receptor integrins on their cell surface,
specifically, cells containing a6pl and/or a6p4 integrin
receptors on the cell surface.

The present invention is generally directed to recognition
and utilization of the binding characteristics of the G-domain
of'the laminin-5 a3 chain. More specifically, according to the
present invention, the entire laminin-5 a3 G-domain as well
as significant portions of the laminin-5 a3 G-domain have
been sequenced and expressed for utilization in novel immu-
notherapies targeting pathogens containing specific integrin
receptors on the surface, specifically, those containing a6f1
and/or a6p4 integrin receptors on the surface.

In one embodiment, therapeutic compositions comprising
polypeptides of the disclosed portions of the G domain of the
laminin-5 a3 chain have been developed that can be utilized
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to target and bind to the a6p1 and/or a64 integrin receptors
on the surface of a pathogen. The present invention is also
directed to mutants, homologs, orthologs, analogs, and/or
allelic variants of the laminin-5 a3 G domains disclosed
herein possessing the ability to be recognized and bound by
a6p1 and/or a6p4 integrin receptors.

The laminin-5 of the present invention can be obtained
from a variety of sources. For example, while SEQ 1D NO:
1-6 are particular to rat laminin-5 G domains (and in particu-
lar, Rattus norvegicus), other sources of laminin-5 are encom-
passed by the disclosed invention. Such sources include, but
are not limited to mouse laminin-5, Mus musculus laminin-5,
artificial laminin-5 and human laminin-5.

In one embodiment, therapeutic agents can be developed
comprising that portion of the G-domain of the laminin-5 a3
chain that binds to a6p1 and/or 64 integrin receptors,
which is understood to exist in the G-3 subdomain of the
chain. For instance, in one embodiment, the therapeutic
agents of the present invention can include polypeptides
including all of the G1-G5 subdomains of the laminin-5 a3
chain as identified in SEQ ID NO: 2 as well as mutants,
homologs, orthologs, analogs, and/or allelic variants of the
laminin-5 a3 G1-G5 domain as identified in SEQ ID NO: 2.

In other embodiments, the therapeutic agents of the present
invention can include only those sub-domains of the lami-
nin-5 a3 chain believed to contain the specific amino acid
sequences that bind to the a6p1 and/or a6p4 integrin recep-
tors of the cellular pathogens. For instance, in one embodi-
ment, the therapeutic agents of the present invention can
include the G1-G3 subdomains of the laminin-5 a3 chain as
identified in SEQ ID NO: 4 as well as mutants, homologs,
orthologs, analogs, and/or allelic variants of the laminin-5 a3
G1-G3 subdomains as identified in SEQ ID NO: 4.

In another embodiment, the therapeutic agents of the
present invention can include only the G3 subdomain of the
laminin-5 a3 chain as identified in SEQ ID NO: 6 as well as
mutants, homologs, orthologs, analogs, and/or allelic variants
of the laminin-5 a3 G3 subdomain as identified in SEQ ID
NO: 6.

Encompassed by the present invention are proteins and
polypeptides that have substantially the same amino acid
sequence as the laminin-5 a3 G domains as herein disclosed
as well as the polynucleotides that encode such. By the term
“substantially the same” is meant both the polypeptide and
the polynucleotide that encodes such that can be recognized
and bound by a6p1 and/or a6f4 integrin receptors. For
example, in one embodiment, the nucleotide or amino acid
sequence of the present invention can exhibit at least about
70% sequence identity with the reference sequence, at least
about 80% sequence identity with the reference sequence, at
least about 90% sequence identity, at least about 95%
sequence identity, or at least about 97% sequence identity
with the reference sequence. Optionally, the polypeptide can
be only that small portion of the entire G domain that is
recognized and bound by a6f1 and/or 634 integrin recep-
tors.

In addition, the presently disclosed invention is directed
not only to the disclosed polypeptides and the polynucle-
otides encoding such, but is also directed to the vectors and
host cells containing such polynucleotides. Vectors encom-
passed by the disclosed invention include any molecules into
which pieces of nucleic acid may be inserted or cloned that
can transfer the nucleic acids carried thereby into a host cell.
In some embodiments of the present invention, vectors may
also bring about the replication and/or expression of the trans-
ferred nucleic acid pieces. An exemplary list of suitable vec-
tors can include nucleic acid molecules derived from a plas-
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mid, bacteriophage, or mammalian, plant or insect virus, or
non-viral vectors such as ligand-nucleic acid conjugates,
liposomes, or lipid-nucleic acid complexes.

In some embodiments of the present invention, the trans-
ferred nucleic acid molecule can be operatively linked to an
expression control sequence to form an expression vector
capable of expressing the transferred nucleic acid. Such trans-
fer of nucleic acids is generally termed transformation, and
refers to the insertion of an exogenous polynucleotide into a
hostcell, irrespective of the method used for the insertion. For
example, direct uptake, transduction, electroporation, or
f-mating, as are generally known in the art, can be utilized.
The exogenous polynucleotide may be maintained as a non-
integrated vector, for example, a plasmid, or alternatively,
may be integrated into the host genome.

The vector into which the disclosed polynucleotides can be
cloned may be chosen because it functions in either a prokary-
otic organism, a eukaryotic organism, or both, as desired. An
exemplary list of possible vectors include, for example, the
pGEM™.-T Easy vector, the pYES2 vector, the pPICZ.alpha
series of vectors, the pET22b and pET28(a) vectors, and
modified pPICZ.alpha series vectors.

Following the cloning of a polynucleotide into a suitable
vector, the vector can be transformed into an appropriate host
cell. By “host cell” is meant a cell which has been or can be
used as the recipient of transferred nucleic acid by means of a
vector. Host cells can be prokaryotic or eukaryotic, mamma-
lian, plant, or insect, and can exist as single cells, or as a
collection, e.g., as aculture, orin a tissue culture, or in a tissue
or an organism. Host cells can also be derived from normal or
diseased tissue from a multicellular organism, e.g., a mam-
mal. Host cell, as used herein, is intended to include not only
the original cell which was transformed with a nucleic acid,
but also descendants of such a cell, which still contain the
nucleic acid.

In one embodiment, isolated polynucleotides encoding the
disclosed polypeptides can additionally comprise a poly-
nucleotide linker encoding a peptide. Such linkers are gener-
ally known to those of skill in the art and can comprise, for
example, at least one additional codon encoding at least one
additional amino acid. Typically the linker comprises one to
about twenty or thirty amino acids. The polynucleotide linker
can be translated along with the disclosed polynucleotides
resulting in the expression of the disclosed polypeptides with
at least one additional amino acid residue at the amino or
carboxyl terminus of the polypeptide. Importantly, the addi-
tional amino acid, or amino acids, do not compromise the
recognition and binding capability of the polypeptides by
a6p1 and/or a6p4 integrin receptors.

In one embodiment, following insertion of the disclosed
polynucleotide into a vector, the vector can be transformed
into an appropriate prokaryotic strain and the strain can be
maintained under suitable culture conditions for the produc-
tion of the encoded polypeptide.

In another embodiment of the present invention, a eukary-
otic vector can be utilized that comprises a modified yeast
vector. According to one particular embodiment, a plasmid
can be utilized that contains a multiple cloning site. In addi-
tion, the multiple cloning site can have inserted thereto a
His. Tag motif, as is generally known in the art. Optionally, the
vector can be modified to add a restriction site, for example an
Ndel site. Such sites are well known to those of skill in the art.
Proteins and polypeptides produced according to this particu-
lar embodiment can comprise a histidine tag motif (His.tag)
comprising one or more histidines, in one embodiment about
5-20 histidines. Of course, any tag should not interfere with
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the desired properties of the proteins and product, namely, the
ability for recognition and binding thereto by a6f1 and/or
a6p4 integrin receptors.

In one embodiment of the present invention, the disclosed
polypeptides can be synthetically constructed amino acid
sequences produced according to conventional methods of
chemical synthesis as are generally known to those in the art.

Pathogens that can be targeted by the disclosed therapeutic
agents can include any pathogens that include a6p1 and/or
a.6p4 integrin receptors on the surface. For example, in some
embodiments, the disclosed therapeutic agents can be tar-
geted toward certain cellular pathogens, including cancer
cells, and specifically, breast cancer cells, prostate cancer
cells, thyroid cancer cells, bladder cancer cells, colorectal
cancer cells, intestinal cancer cells, squamous cell carcino-
mas, neuroblastomas, and fibrotic liver tissue cells.

In addition to the therapeutic agents herein disclosed, the
present invention is also directed to methods for treatment of
disease utilizing the disclosed therapeutic agents. For
example, in one embodiment, the disclosed methods can be
utilized for the destruction of primary and secondary cancer
or tumor cells by contacting and binding the agents to the
pathogenic cells and masking the integrin receptors of the
cells, preventing communication between the pathogenic
cells and the host and leading to the eventual death of the
cancer cells.

In one particular embodiment, the present invention is
directed to a method for the inhibition or elimination of meta-
static cancer or tumor cells arising from primary tumor sites.
According to this embodiment, the therapeutic agents of the
present invention can be directed toward a tumor or cancer by
use of any suitable pharmaceutically acceptable system and
can contact the cancer cells in that targeted area. As the
targeted cancer cells include a6f1 and/or a6p4 integrin
receptors on the surface, the agents of the present invention
can bind to the pathogens at the a6f1 and/or a6p4 integrin
receptors. The binding of the therapeutic agents to the cellular
pathogens can mask the receptors of the cancer cells, as
discussed above, and motility of the metastatic cell can be
prevented. In addition, in certain embodiments of the inven-
tion, this masking of the pathogen cannot only prevent the
spread of the cancer, but can also destroy the cancerous cells,
for example in those cases where the binding of the therapeu-
tic agents to the cancer cells also prevents the cancer cells
from obtaining necessary nutrition.

In other embodiments of the invention, treatment with the
therapeutic agents can be combined with other known treat-
ment agents or methods to destroy or treat a disease. More
specifically, the polypeptides of the disclosed invention may
be used in combination with themselves or other composi-
tions and procedures for the treatment of diseases. For
instance, in one embodiment, the disclosed polypeptides can
be combined with another treatment agent such as a chemo-
therapeutic agent. For example, a therapeutic composition of
the present invention can include the disclosed polypeptides
and a second therapeutic agent such as Vasostatin or anti-
alpha 6 integrin monoclonal antibodies with a pharmaceuti-
cally compatible carrier. In another embodiment, a disease
may be treated conventionally with surgery, radiation, or
chemotherapy, and the disclosed polypeptides may addition-
ally be administered to the patient to further treat the disease
such as by extension of the dormancy of micrometastases or
to stabilize and inhibit the growth of any residual primary
tumor.

In another embodiment, the disclosed polypeptides can be
combined with other pharmaceutically acceptable excipients
in forming therapeutic compositions. The compositions of the
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present invention may additionally contain other polypep-
tides or chemical compounds for disease treatment as are
generally known in the art. Such additional factors and/or
agents may be included in the composition to produce a
synergistic effect with the polypeptides of the invention.

In one embodiment of the present invention, the disclosed
polypeptides can be chemically combined with secondary
materials so as to form a single agent comprising both mate-
rials. Generally, the second component of the combination
agent can be useful in fighting the disease, for example can aid
in destruction or neutralization of the pathogen. For example,
in one embodiment, the recognition and binding of the
polypeptides to the pathogen can be utilized as a method for
delivering the second component directly to the pathogen. For
example, the therapeutic agents of the present invention can
include fusion polypeptides or chimeric polypeptides com-
prising the disclosed polypeptides of the laminin-5 a3 G
domain, or their fragments, mutants, homologs, orthologs,
analogs, and allelic variants, chemically combined with a
secondary polypeptide material so as to form a single thera-
peutic agent. Exemplary secondary polypeptide materials can
include, for example, 1L-2, 1L.-3 IL-15, IL-12, IFN-y, GM-
CSF, CD40, CD40 ligand (CD40L), C3 Complement com-
ponents, CD80, CD86, FAS, or FAS ligand (FASL). The
nucleotide and amino acid sequences of each of these exem-
plary components are known in the art and can be found in the
NBCI GenBank database.

In one embodiment, a fusion or chimeric product or
polypeptide of the present invention can be produced as a
result of recombinant expression and the cloning process as
described above, and the polypeptide may be produced com-
prising additional amino acids or amino acid sequences cor-
responding to full or partial linker sequences. Alternatively, a
fusion or chimeric product of the present invention can be a
multimer of a single polypeptide. That is, a polypeptide
including one or more repeating sequences of the disclosed
polypeptides. In yet another embodiment, the therapeutic
agents of the present invention can be fusion and chimeric
polypeptides that can be formed of one or more of the differ-
ent polypeptides as herein disclosed. For example, in one
embodiment, a therapeutic agent according to the present
invention can include a polypeptide comprising a polypeptide
as disclosed according to SEQ ID NO: 2 in combination with
one or more polypeptides as disclosed according to SEQ ID
NO: 4 and/or SEQ ID NO: 6.

In yet another embodiment of the present invention, the
therapeutic agent can be a fusion or chimeric product in which
polypeptides as herein disclosed are chemically combined
with other, non-protein secondary components so as to form
a single therapeutic agent. For example, the disclosed
polypeptides can be combined with additional components
such as, for example, superantigens, muramyl dipeptide
(MDP), lipopolysaccharide (LPS), or mannose. According to
this embodiment, fusion or chimeric therapeutic agents
encompassed by the present invention can generally include
one or more of the disclosed laminin-5x3a. G domain
polypeptides linked together with other materials via post-
translational modification through covalent bonds such as
amide, ester, disulfide or azo bonds, for example.

In general, methods for treatment of disease utilizing the
disclosed agents include contacting the cellular pathogen
with a composition comprising the polypeptides of the inven-
tion. For example, in one embodiment, the methods of the
disclosed invention can be utilized in vivo for treatment of a
disease such as cancer. According to this embodiment, a
composition including the disclosed therapeutic agents and a
pharmaceutically compatible carrier can be delivered to a
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patient via any pharmaceutically acceptable delivery system.
Forinstance, a composition of the present invention including
a pharmaceutically compatible carrier and the disclosed
polypeptides may be a solid, liquid or aerosol and may be
administered by any known pharmaceutically acceptable
route of administration. A non-limiting exemplary listing of
possible solid compositions can include pills, creams, and
implantable dosage units. An implantable dosage unit can, in
one embodiment, be administered locally, for example at a
tumor site, or can be implanted for systemic release of the
composition, for example subcutaneously. A non-limiting
exemplary listing of possible liquid compositions can include
formulations adapted for injection subcutaneously, intrave-
nously, intraarterially, and formulations for topical and
intraocular administration. Possible examples of aerosol for-
mulations include inhaler formulations for direct administra-
tion to the lungs.

The proteins and protein fragments of the disclosed inven-
tion can be provided as isolated and substantially purified
proteins and protein fragments in pharmaceutically accept-
able formulations using formulation methods known to those
of ordinary skill in the art. These formulations can generally
be administered by standard routes. For example, the combi-
nations may be administered by topical, transdermal, intrap-
eritoneal, intracranial, intracerebroventricular, intracerebral,
intravaginal, intrauterine, oral, rectal or parenteral (e.g., intra-
venous, intraspinal, subcutaneous or intramuscular) route.
Osmotic minipumps may also be used to provide controlled
delivery of high concentrations of the disclosed polypeptides
through cannulae to the site of interest, such as directly into a
metastatic growth.

Pharmaceutical compositions for parenteral injection
according to the present invention include pharmaceutically
acceptable sterile aqueous or nonaqueous solutions, disper-
sions, suspensions or emulsions as well as sterile powders for
reconstitution into sterile injectable solutions or dispersions
just prior to use. Examples of suitable aqueous and nonaque-
ous carriers, diluents, solvents or vehicles include water, etha-
nol, polyois (e.g., glycerol, propylene glycol, polyethylene
glycol and the like), carboxymethylcellulose and suitable
mixtures thereof, vegetable oils (e.g., olive oil) and injectable
organic esters such as ethyl oleate. In addition, if desired, the
composition can contain minor amounts of auxiliary sub-
stances such as wetting or emulsifying agents, pH buffering
agents and the like which enhance the effectiveness of the
active ingredient. Proper fluidity may be maintained, for
example, by the use of coating materials such as lecithin, by
the maintenance of the required particle size in the case of
dispersions and by the use of surfactants. These compositions
may also contain adjuvants such as preservatives, wetting
agents, emulsifying agents and dispersing agents. Prevention
of'the action of microorganisms may be ensured by the inclu-
sion of various antibacterial and antifungal agents such as
paraben, chlorobutanol, phenol, sorbic acid and the like. It
may also be desirable to include isotonic agents such as
sugars, sodium chloride and the like.

Prolonged absorption of an injectable pharmaceutical form
may be brought about by the inclusion of agents, such as
aluminum monostearate and gelatin, which can delay absorp-
tion. For example, injectable depot forms can be made by
forming microencapsule matrices of the therapeutic agent in
biodegradable polymers such as polylactide-polyglycolide,
poly(orthoesters) and poly(anhydrides). Depending upon the
ratio of therapeutic agent to polymer and the nature of the
particular polymer employed, the rate of drug release can be
controlled. Depot injectable formulations can also be pre-
pared by entrapping the therapeutic agents in liposomes or
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microemulsions which are compatible with body tissues. The
injectable formulations may be sterilized, for example, by
filtration through a bacterial-retaining filter or by incorporat-
ing sterilizing agents in the form of sterile solid compositions
which can be dissolved or dispersed in sterile water or other
sterile injectable media just prior to use.

In one embodiment, the therapeutic compositions of the
present invention can include pharmaceutically acceptable
salts of the components therein, e.g., those that may be
derived from inorganic or organic acids. Pharmaceutically
acceptable salts are well known in the art. For example, S. M.
Berge, et al. describes pharmaceutically acceptable salts in
detail in J. Pharmaceutical Sciences (1977) 66:1 et seq.,
which is incorporated herein by reference. Pharmaceutically
acceptable salts include the acid addition salts (formed with
the free amino groups of the polypeptide) that are formed with
inorganic acids such as, for example, hydrochloric or phos-
phoric acids, or such organic acids as acetic, tartaric, man-
delic and the like. Salts formed with the free carboxyl groups
can also be derived from inorganic bases such as, for example,
sodium, potassium, ammonium, calcium or ferric hydrox-
ides, and such organic bases as isopropylamine, trimethy-
lamine, 2-ethylamino ethanol, histidine, procaine and the
like. The salts may be prepared in situ during the final isola-
tion and purification of the compounds of the invention or
separately by reacting a free base function with a suitable
organic acid. Representative acid addition salts include, but
are not limited to acetate, adipate, alginate, citrate, aspartate,
benzoate, benzenesulfonate, bisulfate, butyrate, camphorate,
camphorsulfonate, digluconate, glycerophosphate, hemisul-
fate, heptonoate, hexanoate, fumarate, hydrochloride, hydro-
bromide, hydroiodide, 2-hydroxymethanesulfonate
(isethionate), lactate, maleate, methanesulfonate, nicotinate,
2-naphthalenesulfonate, oxalate, pamoate, pectinate, persul-
fate, 3-phenylpropionate, picrate, pivalate, propionate, succi-
nate, tartate, thiocyanate, phosphate, glutamate, bicarbonate,
p-toluenesulfonate and undecanoate. Also, the basic nitro-
gen-containing groups can be quaternized with such agents as
lower alkyl halides such as methyl, ethyl, propyl, and butyl
chlorides, bromides and iodides; dialkyl sulfates like dim-
ethyl, diethyl, dibutyl, and diamy] sulfates; long chain halides
such as decyl, lauryl, myristyl and stearyl chlorides, bromides
and iodides; arylalkyl halides like benzyl and phenethyl bro-
mides and others. Water or oil-soluble or dispersible products
are thereby obtained. Examples of acids which may be
employed to form pharmaceutically acceptable acid addition
salts include such inorganic acids as hydrochloric acid,
hydrobromic acid, sulphuric acid and phosphoric acid and
such organic acids as oxalic acid, maleic acid, succinic acid
and citric acid.

In one embodiment the treatment method can include use
of timed release or sustained release delivery systems as are
generally known in the art. Such systems can be desirable, for
instance, in situations where surgery is difficult or impossible,
e.g., situations involving patients debilitated by age or the
disease course itself, or where the risk-benefit analysis dic-
tates control over cure. According to this particular embodi-
ment, a sustained-release matrix can include a matrix made of
materials, usually polymers, which are degradable by enzy-
matic or acid/base hydrolysis or by dissolution. Once inserted
into the body, such a matrix can be acted upon by enzymes
and body fluids. The sustained-release matrix desirably is
chosen from biocompatible materials such as liposomes,
polylactides (polylactic acid), polyglycolide (polymer of gly-
colic acid), polylactide co-glycolide (co-polymers of lactic
acid and glycolic acid) polyanhydrides, poly(ortho)esters,
polyproteins, hyaluronic acid, collagen, chondroitin sulfate,
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carboxylic acids, fatty acids, phospholipids, polysaccharides,
nucleic acids, polyamino acids, amino acids such as pheny-
lalanine, tyrosine, isoleucine, polynucleotides, polyvinyl
propylene, polyvinylpyrrolidone and silicone. Possible bio-
degradable polymers and their use are described, for example,
in detail in Brem et al. (1991, J. Neurosurg. 74:441-6), which
is hereby incorporated by reference in its entirety.

When an effective amount of therapeutic agents of the
present invention is administered orally, the therapeutic com-
positions can be in the form of a tablet, capsule, powder,
solution or elixir. When administered in tablet form, the phar-
maceutical composition of the invention may additionally
contain a solid carrier such as a gelatin or an adjuvant. The
tablet, capsule, or powder can, for example, contain from
about 5 to 95% therapeutic agents of the present invention. In
one embodiment, the composition can contain from about 25
to 90% therapeutic agents of the present invention.

When administered orally in liquid form, a liquid carrier
such as water, petroleum, oils of animal or plant origin such as
peanut oil, mineral oil, soybean oil, or sesame 0il, or synthetic
oils may be added. The liquid form of the pharmaceutical
composition may further contain physiological saline solu-
tion, dextrose or other saccharide solution, or glycols such as
ethylene glycol, propylene glycol or polyethylene glycol.
When administered in liquid form, the pharmaceutical com-
position contains from about 0.5 to 90% by weight of thera-
peutic agents of the present invention, in one embodiment
from about 1 to 50% therapeutic agents of the present inven-
tion.

When an effective amount of the agents of the present
invention are administered by intravenous, cutaneous or sub-
cutaneous injection, the polypeptides of the present invention
can generally be in the form of a pyrogen-free, parenterally
acceptable aqueous solution. The preparation of such
parenterally acceptable polypeptide solutions, having due
regard to pH, isotonicity, stability, and the like, is within the
skill in the art. A preferred pharmaceutical composition for
intravenous, cutaneous, or subcutaneous injection can con-
tain, in addition to the polypeptides of the present invention,
an isotonic vehicle such as Sodium Chloride Injection, Ring-
er’s Injection, Dextrose Injection, Dextrose and Sodium
Chloride Injection, Lactated Ringer’s Injection, or other
vehicle as known in the art. The pharmaceutical composition
of the present invention may also contain stabilizers, preser-
vatives, buffers, antioxidants, or other additives known to
those of skill in the art.

The dosage of the disclosed polypeptides of the present
invention can depend on the disease state or condition being
treated and other clinical factors such as weight and condition
of the human or animal and the route of administration of the
compound. Depending upon the half-life of the disclosed
polypeptides in the particular animal or human, the disclosed
polypeptides can be administered between several times per
day to once a week. It is to be understood that the present
invention has application for both human and veterinary use.
The methods of the present invention contemplate single as
well as multiple administrations, given either simultaneously
or over an extended period of time. In addition, the disclosed
polypeptides can be administered in conjunction with other
forms of therapy, e.g., chemotherapy, radiotherapy, or other
immunotherapy.
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The present invention may be better understood with
respect to the following examples.

EXAMPLE 1

General Methodologies for Construction, Expression, and
Isolation of Laminin-5-a3 Peptides

Manipulations of DNA were completed according to stan-
dard techniques as described by Sambrook, et al., Molecular
Cloning: A Laboratory Manual, second ed., Cold Spring
Harbor Laboratory Press, New York, 1989. Restriction
enzymes were purchased from either Promega or New
England Biolabs. Escherichia coli (E. coli) strains
DHS5aMCR (Jessee and Bloom, 1988), GM2163 (New
England Biolabs), and JM109 (Promega) were used through-
out and grown in either L. broth (Lennox, 1955) or Terrific
Broth (Tartof and Hobbs, 1987). All cultures were grown at
37° C. and liquid cultures were agitated at 250 rpm. Plasmid
ligation reactions were performed according to protocols
found in Sambrook et al. (1989). Pasmid ligations were trans-
formed into E. coli competent cells (from strains DH5aMCR
orGM2163) by a heat-shock procedure (Henson, 1984) while
transformations into E. coli competent cells from strain
IM109 were conducted according to the manufacturer’s pro-
tocol. Plasmid DNA from putative transformants was isolated
using a plasmid miniprep system.

Plasmid Construction and Transformation

Two partial cDNA clones from rat laminin-5-03 cloned
into pBluescript SK (Stratagene) were obtained from North-
western University. Plasmid 5C5 encoded the region of 932-
3242 bp of laminin-5 o3 chain region, and, plasmid 3'a3
encoded the 3' half of laminin-5-a3 chain region from 3092-
5250 bp. FIG. 4 illustrates the restriction map.

Plasmid pHB1 was constructed from PCR amplification of
the 5C5 ¢DNA (see FIG. 5). For cloning in the vector
pGEM-T Easy, the following synthetic oligonucleotide prim-
ers were used for PCR amplification: forward (5'-AATTAAC-
CCTCACTAAAGGG-3") (SEQ ID NO: 7) and reverse (5'-
TAATACGACTCACTATAGGG-3") (SEQ ID NO: 8). The
addition of Taq polymerase resulted in poly A-overhangs that
were added to the PCR products and purified from 1% agar-
ose gel using the Rapid Plasmid Miniprep System (Marligen
Biosciences, Inc). The agarose purified product was ligated
into pGEM-T Easy. The ligation reaction was carried out for
4 hours at room temperature. . coli strain GM2163 (New
England Biolabs) was transformed (Sambrook, et al 1989)
with the ligation product. Proper construction of the final
plasmid pHB1 was verified by restriction analysis and DNA
sequencing on a Licor 4200L sequencer using T7 and SP6
primers.

Plasmid pHB2 was constructed from PCR amplification of
the 3'a3 cDNA. For cloning in the vector pPGEM-T Easy, the
following synthetic oligonucleotides primers were used for
PCR amplification: forward (5-CCAGACTACTGTGGA-
CAGAGG-3") (SEQ ID NO: 9) and reverse (5'-AAGGGT-
TCTTCGTGTGTAGGG-3") (SEQ ID NO: 10). Procedures
for plasmid construction, transformation and verification
were continued as described previously for pHB1.

Plasmid pHB3 was constructed from pHB2 by digesting
with Xbal, precipitation, followed by a partial digest with
EcoRI. Aliquots were removed in 10 ul volumes every 3
minutes followed by the addition of 1 pl 0.5 M EDTA pH 8.0.
Restriction digest products were viewed on 1.5% agarose gel,
and the desired 1761 bp fragment was agarose purified as
described above. Cloning vector pYES2 was digested by
Xbal and EcoRI and ligated with the 1761 bp Xbal/EcoRI
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partial fragment from pHB2. The ligation reaction was car-
ried out for 24 hours at room temperature and transformed
into E. coli strain DH5SaMCR. Proper construction was veri-
fied by restriction enzyme analysis.

Plasmid pHB4 (containing G1-G5 domains of laminin-5-
a3) was constructed from pHB1 digest with Sacl/EcoRI. The
resulting 822 bp fragment from 5C5 was agarose purified.
Plasmid pHB3 was digested with Sacl, precipitated, followed
by an EcoRI partial digest performed as illustrated previ-
ously. Restriction digest products were viewed on a 0.7%
agarose gel and the desired fragment containing pYES2+
1761 bp was agarose purified. The 822 bp fragment from
pHB1 was ligated with pYES+1761 bp (linearized pHB3) for
24 hours at room temperature and transformed in £. coli strain
DHS5aMCR. Proper construction was verified by restriction
enzyme analysis. Internal junctions were sequenced on ABI
Prism 3700 DNA Analyzer using the primers: forward (5'-
CTACTCAACCAAATGCTCCC-3") (SEQ ID NO: 11) and
reverse (5'-GTACTATTCAACCTGACAACCC-3") (SEQ ID
NO: 12). Prior to sequencing, dye-terminator removal was
completed using Qiagen DyeEX™ 2.0 Spin Kit.

Expression Vector Construction and Transformationin £. coli
The expression of recombinant laminin proteins was pro-
duced using the EasySelect™ Pichia Expression Kit from
Invitrogen. Cloning of laminin-5-a3 G domains into the P.
pastoris expression vector pPICZaB for the construction of
pHB6 was performed in a multi-step procedure. pPICZoB
was digested with Kpnl, followed by a T4 DNA polymerase
reaction to blunt 3' overhangs, precipitated, digested with
Xbal and the resulting fragment was purified from a 1%
agarose gel. The DNA fragment encoding the regions of
G1-G5 of laminin-5-a3 chain from pHB4 was digested with
Sacl, followed by treatment with T4 DNA polymerase,
digested with Xbal and also purified from a 1% agarose gel.
The ligation reaction was 24 hours at room temperature,
followed by transformation in E. coli strain JIM109 and plated
onto low salt LB Zeocin™ plates. Proper construction of the
vector pHB6 was verified by restriction analysis and DNA
sequencing. The following synthetic oligonucleotides were
used: forward AOX1 (5-GACTGGTTCCAATTGA-
CAAGC-3") (SEQ ID NO: 13) and reverse AOX1 (5'-
GCAAATGGCATTCTGACATCC-3" (SEQ ID NO: 14).

Construction of pHB7 was performed from P. pastoris
cloning/expression vector pPICZaB, and the DNA fragment
encoding the regions of G3-G5 from pHB6 digestion with
EcoRI/Xbal and agarose purified. The ligation reaction,
transformation, restriction analysis and DNA sequencing
were all conducted as stated above for pHB6.

Production of pHBS8 containing laminin-5-03 plasmid
G1-G3 domains in pPICZaB was by removal of the G4 and
G5 domain from the plasmid pHB6. This was performed by
digestion of pHB6 with Xbal enzyme, treated with T4 DNA
polymerase to blunt the 3' overhangs, precipitated, followed
by a partial digest with Pvull and agarose purification of a
5304 bp fragment. This linear fragment was religated for 24
hours at room temperature and transformed into E. coli strain
IM109. Construction of plasmid pHB8 was verified by
restriction analysis and DNA sequencing as stated for pHB6.

Construction of plasmid pHB9 included the G3 domain of
laminin-5-a3 chain cloned into the expression vector pPIC-
ZoB by the following: digestion of the vector with Xbal,
treated with T4 DNA polymerase to blunt 3' overhangs, pre-
cipitated, digested with EcoRI, and agarose purified. The G3
insert was produced from plasmid pHB7 digested with
EcoRlI, precipitated, digested with Pvull and agarose puri-
fied. Ligation conditions were 24 hours at room temperature
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and transformed into E. coli strain JM109. Verification of
correct construction was as stated for pHB6.

Expression in P. pastoris

The P, pastoris yeast strain SMD1168 was transformed by
the Pichia EasyComp™ Kit as described from Invitrogen
with 5 pug of Sacl linearized expression plasmids. Multicopy
recombinants were selected on YPDS (yeast extract with
peptone, dextrose and sorbitol) plates containing 100 pg/ml
Zeocin™. Loss of the AOX1 gene results in a strain that is
referred to as Mut®, which is designated to describe the phe-
notype of such mutants that lack the ability to metabolize
methanol. Cells described as the Mut™ phenotype are capable
of utilizing methanol as the sole carbon source. These phe-
notypes are commonly used to evaluate the P. pastoris trans-
formants for correct integration into the genome. Transfor-
mants were screened for their ability to grow on histidine-
deficient minimal dextrose agar plates which confirmed the
Mut"* phenotype.

Analysis of Recombinant Laminin

For verification of gene integration into the P. pastoris
genome, genomic DNA was isolated and analyzed by PCR.
Single colonies from the YPDS-Zeocin™ plates were used to
inoculate 5 ml overnight cultures in YPD (1% yeast extract,
2% peptone, 2% dextrose) medium. The isolation of genomic
DNA was performed by the Rather Rapid Genomic Prep
protocol (Hoffman and Winston, Rather Rapid Genomic
Prep, Gene, Vol. 87:262-272, 1987). Direct PCR screening of
P. pastoris clones was carried out using the synthetic oligo-
nucleotides encoding the 5' AOX1 (942 bp fragment contain-
ing the AOX1 promoter that allows methanol-inducible, high
level expression in P. pastoris) and 3' AOX1 regions using the
same primers described previously in the expression vector
construction.

High-cell Density Expression of Recombinant P. pastoris
Strains

Expression of the recombinant laminin protein was carried
out in a BioFlo 110 Modular Benchtop Fermentor (New
Brunswick Scientific) with a total volume of 2.0 L. The dis-
solved oxygen was kept at 30% of saturation until feed phase,
this was maintained at >40%. The dissolved oxygen was
controlled by the agitation rate. Total inlet gas flow was kept
>2 wm (v=volume of air in ml, v=per unit of medium in L,
m=per unit of time in hours). The pH was maintained at 5.0 by
the addition of NH_,OH which also served as a minor nitrogen
source. The temperature was constant during the fermenta-
tion at 30° C.

The innoculum was prepared from 1 ml pre-cultures stored
at —80° C. in glycerol with an ODy, of 35.0. This was resus-
pended in 5 ml 0of 1% BMGY medium and incubated at 30° C.
for 4 hours at 250 rpm. Media containing 1% BMGY includes
1% glycerol, 100 mM potassium phosphate, pH 6.0, 1.34%
YNB (yeast nitrogen base) and 4x107>% biotin. The culture
was used to inoculate 100 ml of overnight medium for an
initial ODy,, of 0.5. Overnight medium was 1% BMGY with
the addition of 100 pg/ml of Zeocin™. Incubation continued
using the same conditions as before for 11 hour growth. The
batch phase was the initial phase in the BioFlo fermentor
using 900 ml of batch medium with the addition of the 100 ml
innoculum. Batch medium (1 L) consisted of 12 g glycerol,
100 m1 10xYNB (13.4% yeast nitrogen base with ammonium
sulfate without amino acids), 100 ml 1 M potassium phos-
phate, pH 6.0, 2 ml 500x biotin, 1 m1l 1000x trace metals, and
786 ml milliQ water. The batch phase lasted 20 hours. During
the glycerol fed-batch phase over the next 18 hours, a con-
tinuous feed of 444 g glycerol, 100 ml 10xYNB, 1 ml 1000x
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trace metals, 2 ml 500x biotin and antifoam were added. The
total volume of medium added was 474 ml. The methanol
fed-batch phase (induction) continued for 20 hours with a
medium volume of 203 ml added. This induction medium was
comprised of 200 ml 100% MeOH, 1 ml 1000x trace metals
and 2 m1 500x biotin. Trace metal components for all media
above contained the following per liter: 2.0 g CuSO,, 0.1 g
KI, 3.0 g MnSO,.H,0, 0.2 g Na,Mo0,.2H,0, 0.02 g boric
acid, 0.5 g CoCl,, 7.0 g ZnCl, 10.0 g FeSO,.H20.

Purification of Recombinant Laminin

The supernatant containing recombinant laminin-5 G
domains was collected by centrifugation at 5000xg for 10
min. Purification chromatography was performed using 10 g
of Sephadex™ G-75 superfine (20-50 micron particle diam-
eter) suspended in 500 ml of 0.1 M ammonium acetate pH
6.95. The suspension was allowed to equilibrate overnight.
The swelled gel was degassed for 4 hours and packed into a 1
cmx40 cm Pharmacia column equipped with plastic frit, 10p
filter disk and flow valve. The gel was allowed to settle at full
flow rate under gravity. The column was packed to a height of
28 cm with the G-75. Void volume was determined using 3 ml
of 2 mg/ml blue dextran (MW>2x10° Daltons) in PBS con-
taining 1% glycerol. The sample was applied by underlayer-
ing and the column was eluded with 0.1 M ammonium acetate
until the blue dextran began to emerge (25 ml) and continued
until all of the blue dextran had washed from the column (31
ml total). The sample containing 2.5 mg/ml of protein in a 2
ml supernatant plus 1 ml of ammonium acetate was applied to
the column as given above. The void volume was obtained as
above followed by an additional total column volume of 85 ml
that was collected containing the desired recombinant protein
of'laminin-5. This sample was freeze dried, resuspended in 1
ml total volume of ddH,O and used for functional assays.

EXAMPLE 2

Adhesion characteristics of MDA-MB-435 breast cancer
cells to recombinant (r) rat laminin-5 &3 chain G3 domain
protein (SEQ ID NO:6) were examined.

Initially, untreated 96-well plates were coated overnight at
4° C. with purified recombinant rat laminin-5 o3 chain G3
domain protein (SEQ IDNO:6). Various concentrations of the
G3 domain protein were added to triplicate wells. Specifi-
cally, concentrations examined included 0.1, 0.5,1.0, 2.5, 5.0,
7.5 and 10 pg/ml diluted in sterile PBS. Following overnight
coating, wells were washed twice with PBS and blocked for 1
hour at room temperature with 1% BSA/PSA.

MDA-MB-435 breast cancer cells were collected by brief
trypsinization, washed twice with culture medium, and plated
in the prepared wells including control wells that had not been
coated with the G3 domain protein, at 5x10° cells/well. Plates
were incubated for 1 hour in a 37° C. humidified incubator
(5% CO,). After incubation, wells were washed with medium
twice to remove unbound cells, followed by fixing attached
cells with 3.7% paraformaldehyde/PBS for 10 minutes, and
then staining attached cells with 0.5% crystal violet solution.
At the end of 10 minutes staining, wells were washed twice
with ddH,O to remove excess dye followed by addition 0f' 1%
SDS to solubilize cells. The amount of crystal violet incor-
porated into attached cells was determined using a Molecular
Devices plate reader set to absorb at 550 nm.
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FIG. 6 graphically illustrates the results. Mean O.D. read-
ings labeled on the graph with different letters are signifi-
cantly different at P=0.0001.

EXAMPLE 3

Well plates were coated overnight at 4° C. with purified
recombinant rat laminin-5 a3 chain G3 domain protein (SEQ
ID NO:6) as described above with all coated wells coated at
5.0 pg/ml diluted in sterile PBS. Following overnight coating,
wells were washed twice with PBS and blocked for 1 hour at
room temperature with 1% BSA/PSA.

MDA-MB-435 breast cancer cells were collected by brief
trypsinization and washed twice with culture medium. The
MDA-MB-435 cells were split into three portions, one por-
tion was plated as described above in Example 2 at 5x10°
cells/well in wells previously coated with 5.0 pg/ml G3
domain protein (labeled G3 on FIG. 7) and also plated into
otherwise untreated well plates (labeled Control on FIG. 7).
The other two portions were incubated prior to plating with
either anti-a6 integrin monoclonal antibody or mouse IgG2a
isotope control at a 1:5 dilution for 15 minutes. Following
incubation, these portions were also plated in wells previ-
ously coated with 5 pg/ml of the G3 protein according to the
process described above in Example 2 at 5x10° cells/well
(labeled G3+Anti-alph6 and G3+IgG2a, respectively, on
FIG. 7) and also were plated in untreated well plates, i.e.,
wells not previously coated with the G3 protein (labeled
Anti-alpha6 and 1gG2a on FIG. 7, respectively).

All plates were incubated for 1 hour in a 37° C. humidified
incubator (5% CO,). After incubation, wells were washed
with medium twice to remove unbound cells, followed by
fixing attached cells with 3.7% paraformaldehyde/PBS for 10
minutes, and then staining attached cells with 0.5% crystal
violet solution. At the end of 10 minutes staining, wells were
washed twice with ddH,O to remove excess dye followed by
addition of 1% SDS to solubilize cells. The amount of crystal
violet incorporated into attached cells was determined using
a Molecular Devices plate reader set to absorb at 550 nm.

FIG. 7 graphically illustrates the results. Mean O.D. read-
ings labeled on the graph with different letters are signifi-
cantly different at P=0.0001.

EXAMPLE 4

Purified recombinant rat laminin-5 a3 chain G3 domain
protein (SEQ ID NO:6) was added in increasing concentra-
tions to wells of 96-well plates as described above. Specifi-
cally, the concentrations of G3 domain protein added to wells
were 1.0, 2.5, 5.0, 7.5, 10 and 15 pg/ml diluted in culture
medium.

MDA-MB-435 cells were collected by brief trypsinization,
washed twice with culture medium, and plated at 5x10° cells/
well in the prepared wells as well as in control wells not
coated with the G3 domain protein. Plates were incubated for
24 hours at 37° C. in a humidified incubator (5% CO,).
Twenty pl of MTT (3-[4,5-dimethlythiozol-2-y1]-2,5-diphe-
nyltetrazolium bromide) reagent (5 mg/ml) was added to all
wells during the final 4 hours of incubation. One hundred pl of
culture supernatant was removed from each well followed by
the addition of 100 ul dimethylsulfoxide (DMSO) to solubi-
lize the cells. Plates were shaken for 15 minutes and absor-
bance was recorded at dual wavelengths of 570/650 nm using
a Molecular Devices plate reader to examine the proliferation
of the cancer cells in the wells.

FIG. 8 illustrates the results. Mean O.D. readings labeled
on the graph with different letters are significantly different at



US 7,838,000 B2

19
P=0.0001. As can be seen, cancer cell proliferation declined

with increasing dosage level of the G3 domain protein com-
position.

EXAMPLE 5

Well plates were coated overnight at 4° C. with purified
recombinant rat laminin-5 a3 chain G3 domain protein (SEQ
1D NO:6) as described above with all coated wells coated at

20
lythiozol-2-y1]-2,5-diphenyltetrazolium bromide) reagent (5
mg/ml) was added to all wells during the final 4 hours of
incubation. One hundred pl of culture supernatant was
removed from each well followed by the addition of 100 ul
dimethylsulfoxide (DMSO) to solubilize the cells. Plates
were shaken for 15 minutes and absorbance was recorded at
dual wavelengths of 570/650 nm using a Molecular Devices
plate reader to examine the proliferation of the cancer cells in
the wells.

10.0 pg/ml diluted in sterile PBS. Following overnight coat- 10 FIG. 9 illustrates proliferation results. Mean O.D. readings
ing, wells were washed twice with PBS and blocked for 1 labeled on the graph with different letters are significantly
hour at room temperature with 1% BSA/PSA. different at P<0.0001. As can be seen, proliferation declined
MDA-MB-435 breast cancer cells were collected by brief ~ with the G3 domain protein and with the anti-a6 integrin
trypsinization and washed twice with culture medium. The monoclonal antibody, with the combination of the two exhib-
MDA-MB-435 cells were split into three portions, one por- 15 iting the best results.
tion was plated as described above in Example 4 at 5x10° It will be appreciated that the foregoing examples, given
cells/well in wells previously coated with 10.0 pg/ml G3 for purposes of illustration, are not to be construed as limiting
domain protein (labeled G3 on FIG. 9) and also plated into the scope of this invention. Although only a few exemplary
otherwise untreated well plates (labeled Control on FIG. 9). embodiments of this invention have been described in detail
The other two portions were incubated prior to plating with 20 above, those skilled in the art will readily appreciate that
either anti-a.6 integrin monoclonal antibody or mouse IgG2a many modifications are possible in the exemplary embodi-
isotope control at a 1:10 dilution for 15 minutes. Following ments without materially departing from the novel teachings
incubation, these portions were plated in wells previously and advantages of this invention. Accordingly, all such modi-
coated with 10 pg/ml of the G3 protein according to the fications are intended to be included within the scope of this
process described above in Example 2 at 5x10° cells/well 25 invention which is defined in the following claims and all
(labeled G3+Anti-alph6 and G3+IgG2a, respectively, on equivalents thereto. Further, it is identified that many embodi-
FIG. 9) and also were plated in untreated well plates, i.e., ments may be conceived that do not achieve all of the advan-
wells not previously coated with the G3 protein (labeled tages of some embodiments, yet the absence of a particular
Anti-alpha6 and IgG2a on FIG. 9, respectively). advantage shall not be construed to necessarily mean that
Plates were incubated for 24 hours at37° C. ina humidified 30 suchanembodiment is outside the scope of the present inven-
incubator (5% CO,). Twenty pl of MTT (3-[4,5-dimeth- tion.
SEQUENCE LISTING
<160> NUMBER OF SEQ ID NOS: 14
<210> SEQ ID NO 1
<211> LENGTH: 2647
<212> TYPE: DNA
<213> ORGANISM: Rattus norvegicus
<220> FEATURE:
<221> NAME/KEY: CDS
<222> LOCATION: (48)..(2645)
<400> SEQUENCE: 1
gagctcatte gcaggccaga gatgetgcga acaaggttge aattcce atg agg tte 56
Met Arg Phe
1
aat ggt aaa tct ggt gtt gaa gtc cgt ctg cca aat gac cta gaa gac 104
Asn Gly Lys Ser Gly Val Glu Val Arg Leu Pro Asn Asp Leu Glu Asp
5 10 15
ttg aag gga tac acg tct ctg tct ttg tte ctc caa aga cca gac tta 152
Leu Lys Gly Tyr Thr Ser Leu Ser Leu Phe Leu Gln Arg Pro Asp Leu
20 25 30 35
aga gag aat gga ggc act gag gac atg ttt gta atg tac ctt gga aac 200
Arg Glu Asn Gly Gly Thr Glu Asp Met Phe Val Met Tyr Leu Gly Asn
40 45 50
aag gat gcc tece aag gac tac ate gge atg geg gtt gta gat gge cag 248
Lys Asp Ala Ser Lys Asp Tyr Ile Gly Met Ala Val Val Asp Gly Gln
55 60 65
ctg acg tgt gte tac aac ctg ggg gac cga gaa gct gaa gtt cag atce 296
Leu Thr Cys Val Tyr Asn Leu Gly Asp Arg Glu Ala Glu Val Gln Ile
70 75 80
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22

gat
Asp

gtg
Val
100

gaa

Glu

ggt
Gly

ttt
Phe

cgg
Arg

Asn
180

acg

Thr

tac
Tyr

cece
Pro

tta
Leu

gaa
Glu
260

Lys

ate
Ile

Asn

tat
Tyr

tca
Ser
340

999
Gly

gaa
Glu

atg
Met

cag
Gln
85

aag
Lys

gece
Ala

gge
Gly

tat
Tyr

ttc
Phe
165

gtt
Val

gag
Glu

ttt
Phe

ttc
Phe

ctyg
Leu
245

gat
Asp

gag
Glu

tta
Leu

gaa
Glu

tat
Tyr
325

acg

Thr

gtt
Val

gac
Asp

agc
Ser

gte
Val

ttc
Phe

acg
Thr

agt
Ser

gte
Val
150

cct
Pro

cta
Leu

gtg
Val

gaa
Glu

cca
Pro
230

ttc
Phe

gge
Gly

aag
Lys

ate
Ile

cge
Arg
310

ttg
Leu

cct
Pro

gte
Val

tgg
Trp

ttt
Phe
390

ctyg
Leu

cag
Gln

tce
Ser

agc
Ser
135

gga
Gly

cca
Pro

agc
Ser

gag
Glu

ggt
Gly
215

aac
Asn

ttc
Phe

aat
Asn

gga
Gly

aca
Thr
295

agt
Ser

gge
Gly

get
Ala

agg
Arg

aag
Lys
375

aca
Thr

acg
Thr

aga
Arg

aat
Asn
120

aac
Asn

ggt
Gly

tac
Tyr

ttg
Leu

cct
Pro
200

aca
Thr

tte
Phe

gca
Ala

cte
Leu

att
Ile
280

att
Ile

gta
Val

gga
Gly

tte
Phe

ttg
Leu
360

ctt

Leu

aac
Asn

gag
Glu

ata
Ile
105

aaa
Lys

acg
Thr

tac
Tyr

aaa
Lys

tac
Tyr
185

tgt
Cys

gge
Gly

ata
Ile

gaa
Glu

atg
Met
265

cga
Arg

gga
Gly

cga
Arg

att
Ile

caa
Gln
345

aat

Asn

gtg
Val

ttg
Leu

agt
Ser
90

tat
Tyr

cece
Pro

cte
Leu

cca
Pro

gge
Gly
170

aat
Asn

agg
Arg

tat
Tyr

cag
Gln

aac
Asn
250

gtg
Val

gac
Asp

aaa
Lys

ate
Ile

cca
Pro
330

gge
Gly

gat
Asp

cga
Arg

gac
Asp

gag
Glu

caa
Gln

aaa
Lys

ctt
Leu

ccg
Pro
155

tgt
Cys

ttc
Phe

agg
Arg

get
Ala

ace
Thr
235

cag
Gln

aga
Arg

ace
Thr

cta
Leu

gaa
Glu
315

att
Ile

tgce
Cys

act
Thr

ace
Thr

gtg
Val
395

tct
Ser

ttt
Phe

get
Ala

aat
Asn
140

gat
Asp

ate
Ile

aag
Lys

aga
Arg

cge
Arg
220

ate
Ile

gat
Asp

tac
Tyr

ate
Ile

caa
Gln
300

999
Gly

gca
Ala

atg
Met

gtg
Val

gece
Ala
380

cce
Pro

cag
Gln

gece
Ala

cce
Pro
125

ttg
Leu

ttt
Phe

gaa
Glu

aca
Thr

aag
Lys
205

ate
Ile

cag
Gln

aac
Asn

aaa
Lys

aac
Asn
285

aaa
Lys

gaa
Glu

ate
Ile

aag
Lys

ggt
Gly
365

teg

Ser

tcg
Ser

gag
Glu

aag
Lys
110

geg
Ala

gat
Asp

gaa
Glu

cta
Leu

act
Thr
190

gaa
Glu

cct
Pro

act
Thr

tte
Phe

cta
Leu
270

gat
Asp

cge
Arg

ata
Ile

aga
Arg

aat
Asn
350

gta
Val

tte
Phe

act
Thr

gca
Ala
95

ctt
Leu

gte
Val

cece
Pro

ctt
Leu

gat
Asp
175

tte
Phe

gag
Glu

act
Thr

act
Thr

ata
Ile
255

aat
Asn

999
Gly

atg
Met

ttt
Phe

gaa
Glu
335

ctyg

Leu

acce
Thr

tecc
Ser

gac
Asp

gtt
Val

aat
Asn

tac
Tyr

gag
Glu

cct
Pro
160

gac
Asp

aat
Asn

tca
Ser

caa
Gln

gtg
Val
240

tct
Ser

tca
Ser

aaa
Lys

tgg
Trp

gat
Asp
320

agg
Arg

aag
Lys

aag
Lys

aga
Arg

cge
Arg
400

atg
Met

tac
Tyr

gac
Asp

gac
Asp
145

agc
Ser

cte
Leu

cte
Leu

gac
Asp

cca
Pro
225

gac
Asp

ctyg
Leu

gag
Glu

gat
Asp

ata
Ile
305

ttc
Phe

ttt
Phe

aaa
Lys

aag
Lys

gga
Gly
385

ttc
Phe

gac
Asp

ace
Thr

ctyg
Leu
130

get
Ala

aga
Arg

aat
Asn

aac
Asn

aaa
Lys
210

aat
Asn

aga
Arg

aac
Asn

cca
Pro

cat
His
290

aat
Asn

agc
Ser

aac
Asn

ace
Thr

tgce
Cys
370

999
Gly

cag
Gln

cgg
Arg

aaa
Lys
115

gag
Glu

gtg
Val

ctyg
Leu

gaa
Glu

ace
Thr
195

aat
Asn

get
Ala

ggt
Gly

ata
Ile

cce
Pro
275

tcg
Ser

gtg
Val

aca
Thr

ate
Ile

agt
Ser
355

tca

Ser

cag
Gln

cte
Leu

344

392

440

488

536

584

632

680

728

776

824

872

920

968

1016

1064

1112

1160

1208

1256
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US 7,838,000 B2

-continued

24

tecc
Ser

cag
Gln
420

gag
Glu

acce
Thr

tca
Ser

agg
Arg

ggt
Gly
500

cag
Gln

gca
Ala

ttt
Phe

cag
Gln

caa
Gln
580

aga

Arg

ctt
Leu

cag
Gln

tecc
Ser

999
Gly
660

gac
Asp

cge
Arg

Asn

ttt
Phe
405

acg
Thr

ttg
Leu

tac
Tyr

ggt
Gly

ctt
Leu
485

cat
His

agt
Ser

tce
Ser

aaa
Lys

ctyg
Leu
565

gat
Asp

gece
Ala

cce
Pro

aca
Thr

ttc
Phe
645

gca

Ala

999
Gly

ctyg
Leu

tct
Ser

999
Gly

cgg
Arg

agc
Ser

atg
Met

cte
Leu
470

cct
Pro

ttc
Phe

cca
Pro

cta
Leu

agt
Ser
550

atg
Met

999
Gly

ctyg
Leu

cag
Gln

act
Thr
630

ctyg
Leu

gga
Gly

aag
Lys

gtt
Val

ace
Thr
710

ttt
Phe

aca
Thr

act
Thr

gac
Asp
455

cge
Arg

agc
Ser

gag
Glu

gaa
Glu

gga
Gly
535

cce
Pro

caa
Gln

agg
Arg

cag
Gln

gaa
Glu
615

tce
Ser

get
Ala

999
Gly

tgg
Trp

gtg
Val
695

ate
Ile

cag
Gln

agc
Ser

agg
Arg
440

ggt
Gly

ctt
Leu

tte
Phe

ggt
Gly

gte
Val
520

gge
Gly

aag
Lys

gat
Asp

tecc
Ser

ttt
Phe
600

ctyg
Leu

cece
Pro

ctt
Leu

aag
Lys

cac
His
680
gat

Asp

agc
Ser

acce
Thr

agc
Ser
425

gac
Asp

tta
Leu

cte
Leu

tct
Ser

tgt
Cys
505

ctyg
Leu

tgc
Cys

aga
Arg

gca
Ala

tgc
Cys
585

gga
Gly

ctyg
Leu

aaa
Lys

tat
Tyr

aaa
Lys
665

acg

Thr

999
Gly

cece
Pro

ttt
Phe
410

ctyg
Leu

agc
Ser

ctyg
Leu

ate
Ile

aac
Asn
490

ate
Ile

gat
Asp

agt
Ser

ttt
Phe

cct
Pro
570

cta
Leu

gac
Asp

aaa
Lys

gga
Gly

gte
Val
650

ctyg

Leu

gtg
Val

cta
Leu

aga
Arg

caa
Gln

ctyg
Leu

aac
Asn

cat
His

gat
Asp
475

gece
Ala

agc
Ser

ctyg
Leu

tta
Leu

aac
Asn
555

cag
Gln

cca
Pro

agc
Ser

cct
Pro

ctyg
Leu
635

gca
Ala

aga
Arg

gtg
Val

agg
Arg

gaa
Glu
715

cce
Pro

gte
Val

ate
Ile

cat
His
460

gac
Asp

cag
Gln

aat
Asn

gece
Ala

aac
Asn
540

aag
Lys

gece
Ala

cct
Pro

cce
Pro

agg
Arg
620

gtg
Val

gat
Asp

cte
Leu

ttc
Phe

gece
Ala
700

cag
Gln

agt
Ser

ace
Thr

cca
Pro
445

gta
Val

cag
Gln

cag
Gln

gtt
Val

agt
Ser
525

aag
Lys

gge
Gly

aca
Thr

ctyg
Leu

ace
Thr
605

tca
Ser

ttt
Phe

gge
Gly

agg
Arg

gga
Gly
685

cag

Gln

gtt
Val

gge
Gly

ctg
Leu
430

att
Ile

tct
Ser

gte
Val

tcg
Ser

tta
Leu
510

aaa
Lys

cca
Pro

€99
Arg

agg
Arg

aac
Asn
590

agc
Ser

cag
Gln

tac
Tyr

cgt
Arg

agc
Ser
670

cta

Leu

gaa
Glu

tac
Tyr

aca
Thr
415

gaa
Glu

tte
Phe

gta
Val

ctyg
Leu

cte
Leu
495

gte
Val

tct
Ser

cct
Pro

att
Ile

agc
Ser
575

acce
Thr

cac
His

ttt
Phe

gca
Ala

gtt
Val
655

aag

Lys

aat
Asn

gge
Gly

cta
Leu

ctyg
Leu

gat
Asp

aag
Lys

ata
Ile

aga
Arg
480

cge
Arg

caa
Gln

acce
Thr

ttt
Phe

tte
Phe
560

aca
Thr

aag
Lys

ttg
Leu

tct
Ser

gge
Gly
640

gte
Val

gag
Glu

gga
Gly

agt
Ser

999
Gly
720

cte
Leu

999
Gly

tct
Ser

agt
Ser
465

agg
Arg

ctt
Leu

agg
Arg

aag
Lys

ctt
Leu
545

aat
Asn

gag
Glu

gece
Ala

cta
Leu

tta
Leu
625

ace
Thr

ttt
Phe

aga
Arg

gga
Gly

ttg
Leu
705

ttg
Leu

aat
Asn

cac
His

cca
Pro
450

gac
Asp

aac
Asn

gga
Gly

ttt
Phe

aag
Lys
530

atg
Met

gtt
Val

get
Ala

tct
Ser

cte
Leu
610

gac
Asp

aag
Lys

get
Ala

tac
Tyr

aag
Lys
690

cct

Pro

ccg
Pro

cat
His

att
Ile
435

999
Gly

ace
Thr

cag
Gln

gga
Gly

tca
Ser
515

gat
Asp

ttg
Leu

aat
Asn

tgg
Trp

cac
His
595

aag
Lys

ata
Ile

gac
Asp

ttg
Leu

cat
His
675
gca

Ala

gga
Gly

cta
Leu

1304

1352

1400

1448

1496

1544

1592

1640

1688

1736

1784

1832

1880

1928

1976

2024

2072

2120

2168

2216
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-continued

26

tca
Ser

aga
Arg
740

ttt
Phe

tte
Phe

999
Gly

999
Gly

tac
Tyr
820

gga
Gly

tgg
Trp

aga
Arg
725

gat
Asp

999
Gly

tce
Ser

cca
Pro

gte
Val
805

atg
Met

agt
Ser

cac
His

aag
Lys

ttc
Phe

gta
Val

caa
Gln

gag
Glu
790

tta

Leu

gag
Glu

gtg
Val

tcg
Ser

cca
Pro

cag
Gln

tct
Ser

gga
Gly
775

ctt
Leu

ata
Ile

gca
Ala

aca
Thr

gtg
Val
855

aag
Lys

ttg
Leu

cece
Pro
760

gga
Gly

aag
Lys

cac
His

gga
Gly

tca
Ser
840

gca
Ala

<210> SEQ ID NO 2

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Rattus norvegicus

PRT

<400> SEQUENCE:

Met Arg Phe Asn

1

Leu

Pro

Leu

Asp

65

Met

Tyr

Asp

Asp

145

Ser

Leu

Glu

Asp

Gly

50

Gly

Gln

Asp

Thr

Leu

130

Ala

Arg

Asn

Asp

Leu

35

Asn

Gln

Ile

Arg

Lys

115

Glu

Val

Leu

Glu

Leu

20

Arg

Lys

Leu

Asp

Val

100

Glu

Gly

Phe

Arg

Asn
180

866

2

Gly

5

Lys

Glu

Asp

Thr

Gln

85

Lys

Ala

Gly

Tyr

Phe

165

Val

agc
Ser

aac
Asn
745

tge

Cys

gge
Gly

cte
Leu

gte
Val

aag
Lys
825

att

Ile

gte
Val

Lys

Gly

Asn

Ala

Cys

70

Val

Phe

Thr

Ser

Val

150

Pro

Leu

cta
Leu
730

teg

Ser

ttg
Leu

cat
His

act
Thr

gga
Gly
810

gte
Val

aca
Thr

tecc
Ser

Ser

Tyr

Gly

Ser

55

Val

Leu

Gln

Ser

Ser

135

Gly

Pro

Ser

cce
Pro

aaa
Lys

ggt
Gly

gtg
Val

ttc
Phe
795

agt

Ser

aca
Thr

ccg
Pro

att
Ile

Gly

Thr

Gly

40

Lys

Tyr

Thr

Arg

Asn

120

Asn

Gly

Tyr

Leu

cag
Gln

cce
Pro

gge
Gly

ate
Ile
780

age

Ser

caa
Gln

ace
Thr

aag
Lys

aaa
Lys
860

Val

Ser

25

Thr

Asp

Asn

Glu

Ile

105

Lys

Thr

Tyr

Lys

Tyr
185

cac
His

ctyg
Leu

tct
Ser
765

cta
Leu

att
Ile

tct
Ser

tct
Ser

cag
Gln
845

cag
Gln

Glu

10

Leu

Glu

Tyr

Leu

Ser

90

Tyr

Pro

Leu

Pro

Gly

170

Asn

agt
Ser

gat
Asp
750

tta

Leu

gee
Ala

cge
Arg

gga
Gly

gtg
Val
830

tect

Ser

cge
Arg

Val

Ser

Asp

Ile

Gly

75

Glu

Gln

Lys

Leu

Pro

155

Cys

Phe

ttt
Phe
735

tct
Ser

gag
Glu

Asn

cca
Pro

cag
Gln
815

age

Ser

ctyg
Leu

ate
Ile

Arg

Leu

Met

Gly

60

Asp

Ser

Phe

Ala

Asn

140

Asp

Ile

Lys

gtg
Val

cct
Pro

aaa
Lys

tct
Ser

cgg
Arg
800

cge

Arg

agt
Ser

tgt
Cys

ctyg
Leu

Leu

Phe

Phe

45

Met

Arg

Gln

Ala

Pro

125

Leu

Phe

Glu

Thr

999
Gly

tct
Ser

gge
Gly

gtg
Val
785

agt

Ser

tta
Leu

gat
Asp

gat
Asp

cat
His
865

Pro

Leu

30

Val

Ala

Glu

Glu

Lys

110

Ala

Asp

Glu

Leu

Thr
190

tgce
Cys

gecg
Ala

att
Ile
770
tece

Ser

cte
Leu

agt
Ser

gca
Ala

gga
Gly
850

cta
Leu

Asn

15

Gln

Met

Val

Ala

Ala

95

Leu

Val

Pro

Leu

Asp

175

Phe

ctyg
Leu

agg
Arg
755

tat

Tyr

ttg
Leu

act
Thr

gtg
Val

gga
Gly
835

cag
Gln

ga

Asp

Arg

Tyr

Val

Glu

80

Val

Asn

Tyr

Glu

Pro

160

Asp

Asn

2264

2312

2360

2408

2456

2504

2552

2600

2647
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US 7,838,000 B2

-continued

28

Leu

Asp

Pro

225

Asp

Leu

Glu

Asp

Ile

305

Phe

Phe

Lys

Lys

Gly

385

Phe

Leu

Gly

Ser

Ser

465

Arg

Leu

Arg

Lys

Leu

545

Asn

Glu

Ala

Asn

Lys

210

Asn

Arg

Asn

Pro

His

290

Asn

Ser

Asn

Thr

Cys

370

Gly

Gln

Asn

His

Pro

450

Asp

Asn

Gly

Phe

Lys

530

Met

Val

Ala

Ser

Thr

195

Asn

Ala

Gly

Ile

Pro

275

Ser

Val

Thr

Ile

Ser

355

Ser

Gln

Leu

His

Ile

435

Gly

Thr

Gln

Gly

Ser

515

Asp

Leu

Asn

Trp

His
595

Thr

Tyr

Pro

Leu

Glu

260

Lys

Ile

Asn

Tyr

Ser

340

Gly

Glu

Met

Ser

Gln

420

Glu

Thr

Ser

Arg

Gly

500

Gln

Ala

Phe

Gln

Gln

580

Arg

Glu

Phe

Phe

Leu

245

Asp

Glu

Leu

Glu

Tyr

325

Thr

Val

Asp

Ser

Phe

405

Thr

Leu

Tyr

Gly

Leu

485

His

Ser

Ser

Lys

Leu

565

Asp

Ala

Val

Glu

Pro

230

Phe

Gly

Lys

Ile

Arg

310

Leu

Pro

Val

Trp

Phe

390

Gly

Arg

Ser

Met

Leu

470

Pro

Phe

Pro

Leu

Ser

550

Met

Gly

Leu

Glu

Gly

215

Asn

Phe

Asn

Gly

Thr

295

Ser

Gly

Ala

Arg

Lys

375

Thr

Phe

Thr

Thr

Asp

455

Arg

Ser

Glu

Glu

Gly

535

Pro

Gln

Arg

Gln

Pro

200

Thr

Phe

Ala

Leu

Ile

280

Ile

Val

Gly

Phe

Leu

360

Leu

Asn

Gln

Ser

Arg

440

Gly

Leu

Phe

Gly

Val

520

Gly

Lys

Asp

Ser

Phe
600

Cys

Gly

Ile

Glu

Met

265

Arg

Gly

Arg

Ile

Gln

345

Asn

Val

Leu

Thr

Ser

425

Asp

Leu

Leu

Ser

Cys

505

Leu

Cys

Arg

Ala

Cys

585

Gly

Arg

Tyr

Gln

Asn

250

Val

Asp

Lys

Ile

Pro

330

Gly

Asp

Arg

Asp

Phe

410

Leu

Ser

Leu

Ile

Asn

490

Ile

Asp

Ser

Phe

Pro

570

Leu

Asp

Arg

Ala

Thr

235

Gln

Arg

Thr

Leu

Glu

315

Ile

Cys

Thr

Thr

Val

395

Gln

Leu

Asn

His

Asp

475

Ala

Ser

Leu

Leu

Asn

555

Gln

Pro

Ser

Arg

Arg

220

Ile

Asp

Tyr

Ile

Gln

300

Gly

Ala

Met

Val

Ala

380

Pro

Pro

Val

Ile

His

460

Asp

Gln

Asn

Ala

Asn

540

Lys

Ala

Pro

Pro

Lys

205

Ile

Gln

Asn

Lys

Asn

285

Lys

Glu

Ile

Lys

Gly

365

Ser

Ser

Ser

Thr

Pro

445

Val

Gln

Gln

Val

Ser

525

Lys

Gly

Thr

Leu

Thr
605

Glu

Pro

Thr

Phe

Leu

270

Asp

Arg

Ile

Arg

Asn

350

Val

Phe

Thr

Gly

Leu

430

Ile

Ser

Val

Ser

Leu

510

Lys

Pro

Arg

Arg

Asn

590

Ser

Glu

Thr

Thr

Ile

255

Asn

Gly

Met

Phe

Glu

335

Leu

Thr

Ser

Asp

Thr

415

Glu

Phe

Val

Leu

Leu

495

Val

Ser

Pro

Ile

Ser

575

Thr

His

Ser

Gln

Val

240

Ser

Ser

Lys

Trp

Asp

320

Arg

Lys

Lys

Arg

Arg

400

Leu

Asp

Lys

Ile

Arg

480

Arg

Gln

Thr

Phe

Phe

560

Thr

Lys

Leu
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-continued

30

Leu

Leu

625

Thr

Phe

Arg

Gly

Leu

705

Leu

Gly

Ser

Gly

785

Ser

Leu

Asp

Asp

His
865

<210>
<211>
<212>
<213>
<220>
<221>
<222>

Leu

610

Asp

Lys

Ala

Tyr

Lys

690

Pro

Pro

Cys

Ala

Ile

770

Ser

Leu

Ser

Ala

Gly

850

Leu

Lys

Ile

Asp

Leu

His

675

Ala

Gly

Leu

Leu

Arg

755

Tyr

Leu

Thr

Val

Gly

835

Gln

Leu

Gln

Ser

Gly

660

Asp

Arg

Asn

Ser

Arg

740

Phe

Phe

Gly

Gly

Tyr

820

Gly

Trp

FEATURE:
NAME /KEY :
LOCATION :

<400> SEQUENCE:

Pro

Thr

Phe

645

Ala

Gly

Leu

Ser

Arg

725

Asp

Gly

Ser

Pro

Val

805

Met

Ser

His

SEQ ID NO 3
LENGTH:
TYPE: DNA
ORGANISM:

1743

Gln

Thr

630

Leu

Gly

Lys

Val

Thr

710

Lys

Phe

Val

Gln

Glu

790

Leu

Glu

Val

Ser

Glu

615

Ser

Ala

Gly

Trp

Val

695

Ile

Pro

Gln

Ser

Gly

775

Leu

Ile

Ala

Thr

Val
855

Leu

Pro

Leu

Lys

His

680

Asp

Ser

Lys

Leu

Pro

760

Gly

Lys

His

Gly

Ser

840

Ala

Leu

Lys

Tyr

Lys

665

Thr

Gly

Pro

Ser

Asn

745

Cys

Gly

Leu

Val

Lys

825

Ile

Val

Rattus norvegicus

CDsS

(49) ..(1743)

Lys

Gly

Val

650

Leu

Val

Leu

Arg

Leu

730

Ser

Leu

His

Thr

Gly

810

Val

Thr

Ser

Pro

Leu

635

Ala

Arg

Val

Arg

Glu

715

Pro

Lys

Gly

Val

Phe

795

Ser

Thr

Pro

Ile

gagctcatte agcaggccag agatgctgeg aacaaggttg

Asn

ttg
Leu
20

aga
Arg

ggt
Gly

aag
Lys

gag
Glu

aaa
Lys

gga
Gly

aat
Asn

tct
Ser

tac
Tyr

gga
Gly

ggt
Gly

acg
Thr

gge
Gly
40

gtt
Val

tct
Ser
25

act
Thr

gaa
Glu
10

ctyg

Leu

gag
Glu

gte
Val

tct
Ser

gac
Asp

cgt
Arg

ttg
Leu

atg
Met

ctyg
Leu

ttc
Phe

ttt
Phe
45

cca
Pro

cte
Leu
30

gta
Val

Arg Ser Gln Phe Ser
620

Val Phe Tyr Ala Gly
640

Asp Gly Arg Val Val
655

Leu Arg Ser Lys Glu
670

Phe Gly Leu Asn Gly
685

Ala Gln Glu Gly Ser
700

Gln Val Tyr Leu Gly
720

Gln His Ser Phe Val
735

Pro Leu Asp Ser Pro
750

Gly Ser Leu Glu Lys
765

Ile Leu Ala Asn Ser
780

Ser Ile Arg Pro Arg
800

Gln Ser Gly Gln Arg
815

Thr Ser Val Ser Ser
830

Lys Gln Ser Leu Cys
845

Lys Gln Arg Ile Leu
860

caattcce atg agg ttce 57
Met Arg Phe
1

aat gac cta gaa gac 105
Asn Asp Leu Glu Asp
15

caa aga cca gac tta 153
Gln Arg Pro Asp Leu
35

atg tac ctt gga aac 201
Met Tyr Leu Gly Asn
50
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32

Lys

ctyg
Leu

gat
Asp

gtg
Val
100

gaa
Glu

ggt
Gly

ttt
Phe

cgg
Arg

Asn
180

acg
Thr

tac
Tyr

cece
Pro

tta
Leu

gaa
Glu
260

Ile

aac
Asn

tat
Tyr

tca
Ser
340

999
Gly

gat
Asp

acg
Thr

cag
Gln
85

aag
Lys

gece
Ala

gge
Gly

tat
Tyr

ttc
Phe
165

gtt
Val

gag
Glu

ttt
Phe

ttc
Phe

ctyg
Leu
245

gat
Asp

gag
Glu

tta
Leu

gaa
Glu

tat
Tyr
325

acg

Thr

gtt
Val

gece
Ala

tgt
Cys
70

gte
Val

ttc
Phe

acg
Thr

agt
Ser

gte
Val
150

cct
Pro

cta
Leu

gtg
Val

gaa
Glu

cca
Pro
230

ttc
Phe

gge
Gly

aag
Lys

ate
Ile

cge
Arg
310

ttg

Leu

cct
Pro

gte
Val

tce
Ser
55

gte
Val

ctyg
Leu

cag
Gln

tce
Ser

agc
Ser
135

gga
Gly

cca
Pro

agc
Ser

gag
Glu

ggt
Gly
215

aac
Asn

ttc
Phe

aat
Asn

gga
Gly

aca
Thr
295

agt

Ser

gge
Gly

get
Ala

agg
Arg

aag
Lys

tac
Tyr

acg
Thr

aga
Arg

aat
Asn
120

aac
Asn

ggt
Gly

tac
Tyr

ttg
Leu

cct
Pro
200

aca
Thr

tte
Phe

gca
Ala

cte
Leu

att
Ile
280

att
Ile

gta
Val

gga
Gly

tte
Phe

ttg
Leu
360

gac
Asp

aac
Asn

gag
Glu

ata
Ile
105

aaa
Lys

acg
Thr

tac
Tyr

aaa
Lys

tac
Tyr
185

tgt
Cys

gge
Gly

ata
Ile

gaa
Glu

atg
Met
265

cga
Arg

gga
Gly

cga
Arg

att
Ile

caa
Gln
345

aat
Asn

tac
Tyr

ctyg
Leu

agt
Ser
90

tat
Tyr

cece
Pro

cte
Leu

cca
Pro

gge
Gly
170

aat
Asn

agg
Arg

tat
Tyr

cag
Gln

aac
Asn
250

gtg
Val

gac
Asp

aaa
Lys

ate
Ile

cca
Pro
330

gge
Gly

gat
Asp

ate
Ile

999
Gly
75

gag
Glu

caa
Gln

aaa
Lys

ctt
Leu

ccg
Pro
155

tgt
Cys

ttc
Phe

agg
Arg

get
Ala

ace
Thr
235

cag
Gln

aga
Arg

ace
Thr

cta
Leu

gaa
Glu
315

att

Ile

tgce
Cys

act
Thr

gge
Gly
60

gac
Asp

tct
Ser

ttt
Phe

get
Ala

aat
Asn
140

gat
Asp

ate
Ile

aag
Lys

aga
Arg

cge
Arg
220

ate
Ile

gat
Asp

tac
Tyr

ate
Ile

caa
Gln
300

999
Gly

gca
Ala

atg
Met

gtg
Val

atg
Met

cga
Arg

cag
Gln

gece
Ala

cce
Pro
125

ttg
Leu

ttt
Phe

gaa
Glu

aca
Thr

aag
Lys
205

ate
Ile

cag
Gln

aac
Asn

aaa
Lys

aac
Asn
285

aaa
Lys

gaa
Glu

ate
Ile

aag
Lys

ggt
Gly
365

geg
Ala

gaa
Glu

gag
Glu

aag
Lys
110

geg
Ala

gat
Asp

gaa
Glu

cta
Leu

act
Thr
190

gaa
Glu

cct
Pro

act
Thr

tte
Phe

cta
Leu
270

gat
Asp

cge
Arg

ata
Ile

aga
Arg

aat
Asn
350

gta
Val

gtt
Val

get
Ala

gca
Ala
95

ctt
Leu

gte
Val

cece
Pro

ctt
Leu

gat
Asp
175

tte
Phe

gag
Glu

act
Thr

act
Thr

ata
Ile
255

aat
Asn

999
Gly

atg
Met

ttt
Phe

gaa
Glu
335

ctyg
Leu

acce
Thr

gta
Val

gaa
Glu

gtt
Val

aat
Asn

tac
Tyr

gag
Glu

cct
Pro
160

gac
Asp

aat
Asn

tca
Ser

caa
Gln

gtg
Val
240

tct
Ser

tca
Ser

aaa
Lys

tgg
Trp

gat
Asp
320

agg
Arg

aag
Lys

aag
Lys

gat
Asp
65

gtt
Val

atg
Met

tac
Tyr

gac
Asp

gac
Asp
145

agc
Ser

cte
Leu

cte
Leu

gac
Asp

cca
Pro
225

gac
Asp

ctyg
Leu

gag
Glu

gat
Asp

ata
Ile
305

ttec

Phe

ttt
Phe

aaa
Lys

aag
Lys

gge
Gly

cag
Gln

gac
Asp

ace
Thr

ctyg
Leu
130

get
Ala

aga
Arg

aat
Asn

aac
Asn

aaa
Lys
210

aat
Asn

aga
Arg

aac
Asn

cca
Pro

cat
His
290

aat
Asn

agc
Ser

aac
Asn

ace
Thr

tgce
Cys
370

cag
Gln

ate
Ile

cgg
Arg

aaa
Lys
115

gag
Glu

gtg
Val

ctyg
Leu

gaa
Glu

ace
Thr
195

aat
Asn

get
Ala

ggt
Gly

ata
Ile

cce
Pro
275

tcg
Ser

gtg
Val

aca
Thr

ate
Ile

agt
Ser
355

tca
Ser

249

297

345

393

441

489

537

585

633

681

729

777

825

873

921

969

1017

1065

1113

1161
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34

gaa
Glu

atg
Met

tecc
Ser

cag
Gln
420

gag
Glu

acce
Thr

tca
Ser

agg
Arg

ggt
Gly
500

cag

Gln

gca
Ala

ttt
Phe

cag
Gln

<210>
<211>
<212>
<213>

<400>

gac
Asp

agc
Ser

ttt
Phe
405

acg
Thr

ttg
Leu

tac
Tyr

ggt
Gly

ctt
Leu
485

cat
His

agt
Ser

tce
Ser

aaa
Lys

ctyg
Leu
565

tgg
Trp

ttt
Phe
390

999
Gly

cgg
Arg

agc
Ser

atg
Met

cte
Leu
470

cct
Pro

ttc
Phe

cca
Pro

cta
Leu

agt
Ser
550

aag
Lys
375

aca
Thr

ttt
Phe

aca
Thr

act
Thr

gac
Asp
455

cge

Arg

agc
Ser

gag
Glu

gaa
Glu

gga
Gly
535

cce
Pro

PRT

SEQUENCE :

Met Arg Phe Asn

1

Leu

Pro

Leu

Asp
65

Glu

Asp

Gly

50

Gly

Gln

Asp

Leu

35

Asn

Gln

Ile

Leu

20

Arg

Lys

Leu

Asp

ctt
Leu

aac
Asn

cag
Gln

agc
Ser

agg
Arg
440

ggt
Gly

ctt
Leu

tte
Phe

ggt
Gly

gte
Val
520

gge
Gly

aag
Lys

SEQ ID NO 4
LENGTH:
TYPE :
ORGANISM: Rattus norvegicus

565

4

Gly

5

Lys

Glu

Asp

Thr

Gln
85

gtg
Val

ttg
Leu

acce
Thr

agc
Ser
425

gac
Asp

tta
Leu

cte
Leu

tct
Ser

tgt
Cys
505

ctyg

Leu

tgc
Cys

aga
Arg

Lys

Gly

Asn

Ala

Cys

70

Val

cga
Arg

gac
Asp

ttt
Phe
410

ctyg
Leu

agc
Ser

ctyg
Leu

ate
Ile

aac
Asn
490

atc

Ile

gat
Asp

agt
Ser

ttt
Phe

Ser

Tyr

Gly

Ser

55

Val

Leu

ace
Thr

gtg
Val
395
caa
Gln

ctyg
Leu

aac
Asn

cat
His

gat
Asp
475

gce

Ala

agc
Ser

ctyg
Leu

tta
Leu

aac
Asn
555

Gly

Thr

Gly

40

Lys

Tyr

Thr

gece
Ala
380
cce

Pro

cce
Pro

gte
Val

ate
Ile

cat
His
460

gac
Asp

cag
Gln

aat
Asn

gece
Ala

aac
Asn
540

aag
Lys

Val

Ser

25

Thr

Asp

Asn

Glu

tcg
Ser

tcg
Ser

agt
Ser

ace
Thr

cca
Pro
445
gta
Val

cag
Gln

cag
Gln

gtt
Val

agt
Ser
525

aag

Lys

gge
Gly

Glu

10

Leu

Glu

Tyr

Leu

Ser
90

tte
Phe

act
Thr

gge
Gly

ctg
Leu
430
att
Ile

tct
Ser

gte
Val

tcg
Ser

tta
Leu
510

aaa

Lys

cca
Pro

€99
Arg

Val

Ser

Asp

Ile

Gly

75

Glu

tecc
Ser

gac
Asp

aca
Thr
415

gaa
Glu

tte
Phe

gta
Val

ctyg
Leu

cte
Leu
495

gte
Val

tct
Ser

cct
Pro

att
Ile

Arg

Leu

Met

Gly

60

Asp

Ser

aga
Arg

cge
Arg
400
ctyg
Leu

gat
Asp

aag
Lys

ata
Ile

aga
Arg
480

cge
Arg

caa
Gln

acce
Thr

ttt
Phe

tte
Phe
560

Leu

Phe

Phe

45

Met

Arg

Gln

gga
Gly
385

ttc
Phe

cte
Leu

999
Gly

tct
Ser

agt
Ser
465

agg
Arg

ctt
Leu

agg
Arg

aag
Lys

ctt
Leu
545

aat
Asn

Pro

Leu

30

Val

Ala

Glu

Glu

999
Gly

cag
Gln

aat
Asn

cac
His

cca
Pro
450
gac

Asp

aac
Asn

gga
Gly

ttt
Phe

aag
Lys
530

atg
Met

gtt
Val

Asn

15

Gln

Met

Val

Ala

Ala
95

cag
Gln

cte
Leu

cat
His

att
Ile
435

999
Gly

ace
Thr

cag
Gln

gga
Gly

tca
Ser
515

gat

Asp

ttg
Leu

aat
Asn

Asp

Arg

Tyr

Val

Glu

80

Val

1209

1257

1305

1353

1401

1449

1497

1545

1593

1641

1689

1737

1743
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36

Met

Tyr

Asp

Asp

145

Ser

Leu

Leu

Asp

Pro

225

Asp

Leu

Glu

Asp

Ile

305

Phe

Phe

Lys

Lys

Gly

385

Phe

Leu

Gly

Ser

Ser

465

Arg

Asp

Thr

Leu

130

Ala

Arg

Asn

Asn

Lys

210

Asn

Arg

Asn

Pro

His

290

Asn

Ser

Asn

Thr

Cys

370

Gly

Gln

Asn

His

Pro

450

Asp

Asn

Gly

Arg

Lys

115

Glu

Val

Leu

Glu

Thr

195

Asn

Ala

Gly

Ile

Pro

275

Ser

Val

Thr

Ile

Ser

355

Ser

Gln

Leu

His

Ile

435

Gly

Thr

Gln

Gly

Val

100

Glu

Gly

Phe

Arg

Asn

180

Thr

Tyr

Pro

Leu

Glu

260

Lys

Ile

Asn

Tyr

Ser

340

Gly

Glu

Met

Ser

Gln

420

Glu

Thr

Ser

Arg

Gly
500

Lys

Ala

Gly

Tyr

Phe

165

Val

Glu

Phe

Phe

Leu

245

Asp

Glu

Leu

Glu

Tyr

325

Thr

Val

Asp

Ser

Phe

405

Thr

Leu

Tyr

Gly

Leu

485

His

Phe

Thr

Ser

Val

150

Pro

Leu

Val

Glu

Pro

230

Phe

Gly

Lys

Ile

Arg

310

Leu

Pro

Val

Trp

Phe

390

Gly

Arg

Ser

Met

Leu

470

Pro

Phe

Gln

Ser

Ser

135

Gly

Pro

Ser

Glu

Gly

215

Asn

Phe

Asn

Gly

Thr

295

Ser

Gly

Ala

Arg

Lys

375

Thr

Phe

Thr

Thr

Asp

455

Arg

Ser

Glu

Arg

Asn

120

Asn

Gly

Tyr

Leu

Pro

200

Thr

Phe

Ala

Leu

Ile

280

Ile

Val

Gly

Phe

Leu

360

Leu

Asn

Gln

Ser

Arg

440

Gly

Leu

Phe

Gly

Ile

105

Lys

Thr

Tyr

Lys

Tyr

185

Cys

Gly

Ile

Glu

Met

265

Arg

Gly

Arg

Ile

Gln

345

Asn

Val

Leu

Thr

Ser

425

Asp

Leu

Leu

Ser

Cys
505

Tyr

Pro

Leu

Pro

Gly

170

Asn

Arg

Tyr

Gln

Asn

250

Val

Asp

Lys

Ile

Pro

330

Gly

Asp

Arg

Asp

Phe

410

Leu

Ser

Leu

Ile

Asn

490

Ile

Gln

Lys

Leu

Pro

155

Cys

Phe

Arg

Ala

Thr

235

Gln

Arg

Thr

Leu

Glu

315

Ile

Cys

Thr

Thr

Val

395

Gln

Leu

Asn

His

Asp

475

Ala

Ser

Phe Ala Lys

Ala

Asn

140

Asp

Ile

Lys

Arg

Arg

220

Ile

Asp

Tyr

Ile

Gln

300

Gly

Ala

Met

Val

Ala

380

Pro

Pro

Val

Ile

His

460

Asp

Gln

Asn

Pro

125

Leu

Phe

Glu

Thr

Lys

205

Ile

Gln

Asn

Lys

Asn

285

Lys

Glu

Ile

Lys

Gly

365

Ser

Ser

Ser

Thr

Pro

445

Val

Gln

Gln

Val

110

Ala

Asp

Glu

Leu

Thr

190

Glu

Pro

Thr

Phe

Leu

270

Asp

Arg

Ile

Arg

Asn

350

Val

Phe

Thr

Gly

Leu

430

Ile

Ser

Val

Ser

Leu
510

Leu

Val

Pro

Leu

Asp

175

Phe

Glu

Thr

Thr

Ile

255

Asn

Gly

Met

Phe

Glu

335

Leu

Thr

Ser

Asp

Thr

415

Glu

Phe

Val

Leu

Leu

495

Val

Asn

Tyr

Glu

Pro

160

Asp

Asn

Ser

Gln

Val

240

Ser

Ser

Lys

Trp

Asp

320

Arg

Lys

Lys

Arg

Arg

400

Leu

Asp

Lys

Ile

Arg

480

Arg

Gln
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38

Arg

Lys

Leu

545

Asn

<210>
<211>
<212>
<213>
<220>
<221>
<222>

<400>

Phe

Lys

530

Met

Val

Ser

515

Asp

Leu

Asn

Gln

Ala

Phe

Gln

FEATURE:
NAME /KEY :
LOCATION :

SEQUENCE :

Ser

Pro

Glu Val Leu Asp Leu Ala Ser Lys Ser

520

525

Ser Leu Gly Gly Cys Ser Leu Asn Lys Pro Pro

Lys

Leu
565

SEQ ID NO 5
LENGTH:
TYPE: DNA
ORGANISM:

713

Ser
550

535

540

Pro Lys Arg Phe Asn Lys Gly Arg Ile

Rattus norvegicus

CDsS

(60) ..(713)

555

gaattccaat tgcaatcaga gaaaggttta acatctcaac

atg
Met
1

gtg
Val

gece
Ala

cece
Pro

cece
Pro
65

gte

ate
Ile

cat
His

gac
Asp

cag
Gln
145

Asn

gece
Ala

aag
Lys

ggt
Gly

tcg
Ser

tcg
Ser
50

agt
Ser

ace
Thr

cca
Pro

gta
Val

cag
Gln
130

cag

Gln

gtt
Val

agt
Ser

aat
Asn

gta
Val

ttc
Phe
35

act
Thr

gge
Gly

ctyg
Leu

att
Ile

tct
Ser
115

gte

Val

tcg
Ser

tta
Leu

aaa
Lys

ctyg
Leu

ace
Thr
20

tce
Ser

gac
Asp

aca
Thr

gaa
Glu

ttc
Phe
100

gta
Val

ctyg
Leu

cte
Leu

gte
Val

tct
Ser
180

aag
Lys
5

aag
Lys

aga
Arg

cge
Arg

ctyg
Leu

gat
Asp
85

aag
Lys

ata
Ile

aga
Arg

cge
Arg

caa
Gln
165

acce
Thr

aaa
Lys

aag
Lys

gga
Gly

tte
Phe

cte
Leu
70

999
Gly

tct
Ser

agt
Ser

agg
Arg

ctt
Leu
150

agg
Arg

aag
Lys

acce
Thr

tgc
Cys

999
Gly

cag
Gln
55

aat
Asn

cac
His

cca
Pro

gac
Asp

aac
Asn
135

gga
Gly

ttt
Phe

aag
Lys

agt
Ser

tca
Ser

cag
Gln
40

cte
Leu

cat
His

att
Ile

999
Gly

ace
Thr
120

cag

Gln

gga
Gly

tca
Ser

gat
Asp

999
Gly

gaa
Glu
25

atg
Met

tce
Ser

cag
Gln

gag
Glu

ace
Thr
105

tca
Ser

agg
Arg

ggt
Gly

cag
Gln

gca
Ala
185

gtt
Val
10

gac
Asp

agc
Ser

ttt
Phe

acg
Thr

ttg
Leu
90

tac
Tyr

ggt
Gly

ctt
Leu

cat
His

agt
Ser
170

tce
Ser

gte
Val

tgg
Trp

ttt
Phe

999
Gly

€99
Arg
75

agc
Ser

atg
Met

cte
Leu

cct
Pro

tte
Phe
155

cca

Pro

cta
Leu

gectgettte caaggctge

agg
Arg

aag
Lys

aca
Thr

ttt
Phe
60

aca
Thr

act
Thr

gac
Asp

cge
Arg

agc
Ser
140

gag
Glu

gaa
Glu

gga
Gly

ttg
Leu

ctt
Leu

aac
Asn
45

cag
Gln

agc
Ser

agg
Arg

ggt
Gly

ctt
Leu
125

ttc

Phe

ggt
Gly

gte
Val

gge
Gly

aat
Asn

gtg
Val
30

ttg
Leu

ace
Thr

agc
Ser

gac
Asp

tta
Leu
110

cte
Leu

tct
Ser

tgt
Cys

ctyg
Leu

tgce
Cys
190

gat
Asp
15

cga
Arg

gac
Asp

ttt
Phe

ctyg
Leu

agc
Ser
95

ctyg
Leu

ate
Ile

aac
Asn

ate
Ile

gat
Asp
175

agt
Ser

Thr

Phe

Phe
560

act
Thr

ace
Thr

gtg
Val

caa
Gln

ctyg
Leu
80

aac
Asn

cat
His

gat
Asp

gece
Ala

agc
Ser
160

ctyg
Leu

tta
Leu

59

107

155

203

251

299

347

395

443

491

539

587

635
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40

-continued
aac aag cca cct ttt ctt atg ttg ttt aaa agt ccc aag aga ttt aac 683
Asn Lys Pro Pro Phe Leu Met Leu Phe Lys Ser Pro Lys Arg Phe Asn
195 200 205
aag ggc cgg att ttc aat gtt aat cag ctg 713
Lys Gly Arg Ile Phe Asn Val Asn Gln Leu
210 215
<210> SEQ ID NO 6
<211> LENGTH: 218
<212> TYPE: PRT
<213> ORGANISM: Rattus norvegicus
<400> SEQUENCE: 6
Met Lys Asn Leu Lys Lys Thr Ser Gly Val Val Arg Leu Asn Asp Thr
1 5 10 15
Val Gly Val Thr Lys Lys Cys Ser Glu Asp Trp Lys Leu Val Arg Thr
20 25 30
Ala Ser Phe Ser Arg Gly Gly Gln Met Ser Phe Thr Asn Leu Asp Val
35 40 45
Pro Ser Thr Asp Arg Phe Gln Leu Ser Phe Gly Phe Gln Thr Phe Gln
50 55 60
Pro Ser Gly Thr Leu Leu Asn His Gln Thr Arg Thr Ser Ser Leu Leu
65 70 75 80
Val Thr Leu Glu Asp Gly His Ile Glu Leu Ser Thr Arg Asp Ser Asn
85 90 95
Ile Pro Ile Phe Lys Ser Pro Gly Thr Tyr Met Asp Gly Leu Leu His
100 105 110
His Val Ser Val Ile Ser Asp Thr Ser Gly Leu Arg Leu Leu Ile Asp
115 120 125
Asp Gln Val Leu Arg Arg Asn Gln Arg Leu Pro Ser Phe Ser Asn Ala
130 135 140
Gln Gln Ser Leu Arg Leu Gly Gly Gly His Phe Glu Gly Cys Ile Ser
145 150 155 160
Asn Val Leu Val Gln Arg Phe Ser Gln Ser Pro Glu Val Leu Asp Leu
165 170 175
Ala Ser Lys Ser Thr Lys Lys Asp Ala Ser Leu Gly Gly Cys Ser Leu
180 185 190
Asn Lys Pro Pro Phe Leu Met Leu Phe Lys Ser Pro Lys Arg Phe Asn
195 200 205
Lys Gly Arg Ile Phe Asn Val Asn Gln Leu
210 215
<210> SEQ ID NO 7
<211> LENGTH: 20
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
primer
<400> SEQUENCE: 7
aattaaccct cactaaaggg 20
<210> SEQ ID NO 8
<211> LENGTH: 20
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic

primer
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42

<400> SEQUENCE: 8

taatacgact cactataggg

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 9

LENGTH: 21

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

primer
<400> SEQUENCE: 9

ccagactact gtggacagag g

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 10

LENGTH: 21

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

primer
<400> SEQUENCE: 10

aagggttett cgtgtgtagg g

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 11

LENGTH: 20

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

primer

<400> SEQUENCE: 11

ctactcaacc aaatgctcce

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 12

LENGTH: 22

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

primer
<400> SEQUENCE: 12

gtactattca acctgacaac cc

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 13

LENGTH: 21

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

oligonucleotide
<400> SEQUENCE: 13

gactggttce aattgacaag ¢

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 14

LENGTH: 21

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

oligonucleotide

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

20

Synthetic

21

Synthetic

21

Synthetic

20

Synthetic

22

Synthetic

21

Synthetic
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-continued

<400> SEQUENCE: 14

gcaaatggca ttctgacate ¢

21

What is claimed is:

1. A method comprising:

delivering a purified agent to a breast cancer cell, the puri-

fied agent including a polypeptide component consist-
ing of the G3 subdomain of laminin-5 o3 chain, the G3
subdomain binding at least one of a6p1 and a.634 inte-
grin receptors;

binding the agent to the breast cancer cell, wherein the

breast cancer cell includes at least one of 6§ 1 and a634
integrin receptors on a surface of the breast cancer cell;
and

wherein upon binding the purified agent to the breast can-

cer cell, the proliferation of the breast cancer cell
declines.

2. The method according to claim 1, wherein the G3 sub-
domain of the laminin-5 a3 chain is SEQ ID NO:6.

3. The method according to claim 1, wherein the purified
agent consists of the G3 subdomain of the laminin-5 &3 chain.

4. The method according to claim 3, wherein the agent is a
recombinant polypeptide.

5. The method according to claim 1, wherein the agent
further comprises a second component bound to the first
component.

6. The method according to claim 5, wherein the second
component is a polypeptide.

7. The method according to claim 6, wherein the agent is a
recombinant polypeptide.

8. The method according to claim 1, further comprising
providing the purified agent as a constituent of a composition.

9. The method according to claim 8, the composition fur-
ther comprising a biologically compatible constituent.

10. A method comprising:

delivering a purified agent to a breast cancer cell, the puri-

fied agent including a polypeptide component consist-
ing of the G1-G3 subdomain of laminin-5 a3 chain, the
polypeptide component binding at least one of 631 and
a.6p4 integrin receptors;

binding the agent to the breast cancer cell, wherein the

breast cancer cell includes at least one of 6§ 1 and a634
integrin receptors on a surface of the breast cancer cell;
and

wherein upon binding the purified agent to the breast can-

cer cell, the proliferation of the breast cancer cell
declines.

11. The method according to claim 10, wherein the G1-G3
subdomain of the laminin-5 a3 chain is SEQ ID NO:4.

12. The method according to claim 10, wherein the agent
consists of the G1-G3 subdomain of the laminin-5 o3 chain.

10
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13. The method according to claim 12, wherein the agent is
a recombinant polypeptide.

14. The method according to claim 10, wherein the agent
further comprises a second component bound to the first
component.

15. The method according to claim 14, wherein the second
component is a polypeptide.

16. The method according to claim 15, wherein the agent is
a recombinant polypeptide.

17. The method according to claim 10, further comprising
providing the purified agent as a constituent of a composition.

18. The method according to claim 17, the composition
further comprising a biologically compatible constituent.

19. A method comprising:

delivering a purified agent to a breast cancer cell, the puri-

fied agent including a polypeptide component consist-
ing of the complete globular domain of laminin-5a3
chain, the polypeptide component binding at least one of
a6p1 and a6p4 integrin receptors;

binding the agent to the breast cancer cell, wherein the

breast cancer cell includes at least one of the a6f1 and
64 integrin receptors on a surface of the breast cancer
cell; and

wherein upon binding the purified agent to the breast can-

cer cell, the proliferation of the breast cancer cell
declines.

20. The method according to claim 19, wherein the com-
plete globular domain is SEQ ID NO:2.

21. The method according to claim 19, wherein the agent
consists of the complete globular domain of laminin-5a3
chain.

22. The method according to claim 21, wherein the agent is
a recombinant polypeptide.

23. The method according to claim 19, wherein the agent
further comprises a second component bound to the first
component.

24. The method according to claim 23, wherein the second
component is a polypeptide.

25. The method according to claim 24, wherein the agent is
a recombinant polypeptide.

26. The method according to claim 19, further comprising
providing the purified agent as a constituent of a composition.

27. The method according to claim 26, the composition
further comprising a biologically compatible constituent.

28. The method according to claim 10 in which the purified
agent comprises SEQ ID NO. 6.

29. The method according to claim 19, in which the puri-
fied agent comprises SEQ ID NO. 6.

#* #* #* #* #*
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