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Figure 1

bTSH-concentration dependency {(n=6)
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bTSH-concentration dependency (n==6)
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Figure 3
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Study on incubation time with luminescent substrate (ViviRen) for aequorin
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Figure 6

Relationship between cell concentration and amount of luminescence (relative value)
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Study on concentration of added detection sofution TaClZ
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Dilution linearity using NIBSC 90/677
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Figure 9

Detection of blocking antibody competing with bTSH
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Detection of blocking antibody through the use of desensitization
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Figure 12
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Figure 14
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Detection of blocking antibody by addition of forskelin
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Figure 16

Study on incubation time with blocking antibody
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Study on incubation time in detection of blocking antibody using forskolin
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Figure 19
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Mean =124+35D(34)
20 Cutoff value >180
18
16 =
14
x12
P10
8
6
2
0 l
40 60 100 120 160 180 200

TSAb value



9/9

Figure 21
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taccccaaca
Page 7

Gly Met

110

Ala

Gly Lys

Gln Thr

140

ASp Lys Asp

Thr Lys Ser

val
190

Phe Arg

Thr
205

Met Arg

Glu
220

Lys Leu

ctaataacca
gggcaggtag
ggttggcaga
tggtggggat
actccttect
atggcaaagg
ttttggaccc
tttacaactg
ttgtggtaty
ttcggcetgceg
gagacaacta
acctcattta
actttgcccg

tcttccgaat

Lys Tyr

Arg Leu

Leu

Gln Asn

160

Ala
175

Gly

Cys Asp

Gin His

Tyr Gly

taaccatcat
cagaccacag
gatggatact
catcagagac
agagcgtttc
cgacaaggac
agctggagac
gtgtctgtty
gctggtgctg
cacaggcttc
tatccacact
ttttgctgty
tatgtttgag

cagcaacctg

60
120
180
240
300
360
420
480
540
600
660
720
780
840



gtcctctaca
tccattggcet
tacctggcta
ggagagacac
attggtgtecc
aatgccacac
cgaaaggtca
aataagaaga
gagatagcca
gaagctggcc
gattatattt
ttggcagtgg
tttggtgaga
aatatccgta
gctgtgactg
atgaaggaag
gagaagctgg
ctggctgagt
aagatgaaac
gctgttgetyg
<210> 5

<211>

<212>
<213>

DNA
<400> 5

tggaaaatga
ctgggcggaa
gtcacctgca
cttattgaga
tccagaatct
aatttgagta
cctgatgecc
aaaatgttcc
acagacaacc
accttgacac
gggacaaagc

gatgcatttg

2301

tcttggtcat
ttggggttga
gggagtacat
caccccctgt
tcatctttge
gagcagagtt
gtaaagacat
cagtagatga
ttaatgttca
tgctggtgga
gccgtaaggy
tagctgatga
ttagtatcct
gtctgggcta
agtatcctga
gtctactgga
agcagctgga
acactggagc
agaaccatga

aatag

Human

ggccggcgga
tggggtgttc
aggatattca
ctcacctgag
acgtatctat
aagtgactca
tcaaagagct
ctgacctgac
cttacatgac
tgaagctgta
tggatgctgt

gaggagtata

catccactgg
cacctgggtt
ttactgcett
aaaggatgag
cactattgtg
ccaggccaag
ggaagccaag
acgagaagtc
tttgtccact
actggtactg
ggacattggc
tggtgtgact
taacattaag
ctcagatctc
tgccaagaaa
tgagaatgaa
gacaaacatg
ccagcagaag

ggatgattac

cttgctgcag
gtctccaccc
acgcatcccc
aactattcca
agatgtgact
catagaaatt
cccectecta
caaagtttat
gtcaatccct
caacaatggc
ttacctaaac

cagtggacca

aatgcttgta
taccccaaca
tactggtcca
gagtacctat
ggaaatgtgg
attgatgctg
gtcatcaaat
ctaaagaacc
ctgaagaaag
aagcttcgtc
aaggaaatgt
cagtatgcct
ggtagcaaaa
ttctgcttgt
gtcctggaag
gtggcagcta
gagaccttgt
ctcaaacagc

ctatcagatg

ctggtgctgc
tgcgagtgec
agcttaccgce
agtcatgcat
ctgcagcagc
cggaatacca
aagttccttg
tccactgata
gtgaatgctt
tttacttcag
aagaataaat

agcttgctgg
Page 8

tttactatgce
ttactgaccc
cactgaccct
ttgtcatctt
gctccatgat
tcaaacacta
ggtttgacta
tgcctgcaaa
tgcgcatatt
ctcaggtctt
acatcatcaa
tgctgtcagc
tgggcaatcyg
ccaaggatga
aacggggtag
gtatggaggt
acactcgttt
gcatcacagt

ggataaacac

tgctcgacct
atcaggagga
ccagtacgca
tttctaatct
tggaatcaca
ggaacttaac
gcattttcaa
tattctttat
ttcagggact
tccaaggata
acctgacagt

acgtgtctca

tatctctaag
tgaatatggc
caccaccatt
tgacttcctg
ctccaacatg
catgcagttc
cttgtggacc
gcttagggca
ccaggattgt
tagtcctgga
ggagggcaaa
tgggagctgce
gcgcactgcec
tcttatggaa
ggagatcctg
agatgttcag
tgccegectg
gctggagacc

ccctgagceca

gcccagggac
ggacttcaga
gactctgaag
gcccaatatt
ctcettetac
ttacatagac
cactggactt
acttgaaatt
atgcaatgaa
tgctttcaat
tattgacaaa

aaccagtgtc

900

960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
1995

60
120
180
240
300
360
420
480
540
600
660
720



actgcccttce
actcttaaga
tacccaagcec
ttgatgtgta
aatagccccc
gaaaagtcca
caagaggatg
caagcttttg
acccccaagt
attgtggtgt
ctcctcacca
gcggatttct
tctgagtact
ttcttcactg
cgctggtatg
tgtgccatca
ggaataagta
gctctggcat
tgctgttatg
gataccaaaa
ccaatctcat
tccaaaatct
gctattttca
tgtaaacgcc
attcaggttc
tatgaactga

tatatgcaaa

<210>
<211>

<212>
<213>

O

99
NA

<220>
<223>

<400> ©

5

catccaaagg
aacttccact
actgctgtgce
atgagagcag
tccaccagga
agttccagga
agatcattgg
acagccatta
ccgatgagtt
ggttcgttag
gccactacaa
gcatggggat
acaaccatgc
tctttgcaag
ccatcacctt
tggttggggy
gctatgccaa
atattgtttt
tgaagatcta
ttgccaagag
tctatgetct
tgctggtact
ccaaggcctt
aggctcaggc
aaaaggttac
ttgaaaactc

cggttttgta

Artificial

cctggagceac
ttccttgagt
ttttaagaat
tatgcagagc
atatgaagag
tactcataac
ttttggcecag
tgactacacc
caacccgtgt
tctgctgget
actgaacgtc
gtacctgctc
catcgactgg
cgagttatcg
cgccatgcgce
ctgggtttgc
agtcagtatc
tgttctgacg
catcacagtc
gatggctgtg
gtcagcaatt
cttctatcca
ccagagggat
ataccggggg
ccacgagatg
ccatctaacc

a

modified CNG alpha?2

ctgaaggaac
ttcottcacc
cagaagaaaa
ttgcgccaga
aatctgggtg
aacgctcatt
gagctcaaaa
atatgtggygg
gaagacataa
ctcctgggea
ccccgetttce
ctcatcgect
cagacaggcc
gtgtatacgc
ctggaccgga
tgcttecttc
tgcctgecca
ctcaacatag
cgaaatccgce
ttgatcttca
ctgaacaagc
cttaactcct
gtgttcatcc
cagagggttc

aggcagggtc

ccaaagaagc

tgatagcaag
tcacacgggc
tcagaggaat
gaaaatctgt
acagcattgt
attacgtctt
acccccagga
acagtgaaga
tgggctacaa
atgtctttgt
tcatgtgcaa
ctgtagacct
ctgggtgcaa
tgacggtcat
agatccgcect
tcgecctget
tggacaccga
ttgccttegt
agtacaaccc
ccgacttcat
ctctcatcac
gtgccaatcc
tactcagcaa
ctccaaagaa
tccacaacat

aaggccaaat

aaacacctgg
tgacctttct
ccttgagtcce
gaatgccttyg
tgggtacaag
ctttgaagaa
agagactcta
catggtgtgt
gttcctgaga
cctgcttatt
cctggecttt
ctacactcac
cacggctggt
caccctggag
caggcacgca
tcotttggtg
gacccctctt
catcgtctgce
aggggacaaa
atgcatggcc
tgttagcaac
attcctctat
gtttggcatc
cagcactgat
ggaagatgtc

ctcagaagag

atgatgaccg aaaaatccaa cggtgtgaag agctctccag ctaataacca taaccatcat

cctcctectt ctatcaaggc caatggcaaa gatgaccaca gggcaggtag cagaccacag

tctgtggcag ctgatgatga cacttcctca gaactgcaaa ggttggcaga gatggatact

pPage 9

780

840

900

960
1020
1080
1140
1200
1260
1520
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2301

60
120
180



ccacgcagygg
tgggccaaca
cgtgggccetg
ggcgagggaa
tggtattacc
gtagccagag
gattacttct
ctagaacaag
ttgcagttca
ggtatccaca
ttctttgacc
gtcctctaca
tccattggcet
tacctggcta
ggagagacac
attggtgtcc
aatgccacac

cgaaaggtca

aataagaaga ca

gagatagcca
gaagctggcec
gattatattt
ttggcagtgg
tttggtgaga
aatatccgta
gctgtgactg
atgaagatgg
gagaagctgg
ctggctgagt
aagatgaaac
gctgttgctg
<210>
<211>

<212>
<213>

7
687
DNA

<220>
<223>

gaaggggtgg

aaaatttccg
agctccagac
agggcaccaa
gttggttgtt
cctgettcag
cagacactgt
ggctcctggt
aattggatgt
gcectgaggt
gcactgagac
tcttggtcat
ttggggttga
gggagtacat
caccccctgt
tcatctttge
gagcagagtt
gtaaagacat
gtagatga
ttaatgttca
tgctggtgga
gccgtaaggg
tagctgatga
ttagtatcct
gtctgggcta
agtatcctga
gtctactgga
agcagctgga
acactggagc
agaaccatga

aatag

Artificial

cttccgaagg
tgaggaggaa
tgtgacaacc
aaagaaattt
tgtcattgcc
tgatctacag
ttatattgca
caaagacccc
ggcttctatc
acgctttaat
acgtacaagc
catccactgg
cacctgggtt
ttactgcctt
aaaggatgag
cactattgty
ccaggccaag
ggaagccaag
acgagaagtc
tttgtccact
actggtactg
ggacattggc
tggtgtgact
taacaitaag
ctcagatctc
tgccaagaaa
tgagaatgaa
gacaaacatg
ccagcagaag

ggatgattac

modified aequorin

attgtccgcec
ccaagacctg
catcaggggg
gaactgtttg
atgcctgttc
agaaactatt
gacctcatca
aagaaattgc
atccccactg
cgtctgttac
taccccaaca
aatgcttgta
taccccaaca
tactggtcca
gagtacctat
ggaaatgtgg
attgatgctg
gtcatcaaat
ctaaagaacc
ctgaagaaag
aagcttcgtc
aaggaaatgt
cagtatgcct
ggtagcaaaa
ttctgettgt
gtcctggaag
gtggcagcta
gagaccttgt
ctcaaacagc

ctatcagatg

rPage 10

tggtggggat
actccttecct
atggcaaagg
ttttggaccc
tttacaactg
ttgtggtatg
ttcggetgeg
gagacaacta
acctcattta
actttgcccyg
tcttccgaat
tttactatgce
ttactgaccc
cactgaccct
ttgtcatctt
gctccatgat
tcaaacacta
ggtttgacta
tgcctgcaaa
tgcgcatatt
ctcaggtctt
acatcatcaa
tgctgtcagce
tgggcaatcg:
ccaaggafga
aacggggtag
gtatggaggt
acactcgttt
gcatcacagt

ggataaacac

catcagagac
agagcgtttc
cgacaaggac
agctggagac
gtgtctgttg
gctggtgctg
cacaggcttc
tatccacact
ttttgctgtg
tatgtttgag
cagcaacctg
tatctctaag
tgaatatggc
caccaccatt
tgacttcctg
ctccaacatg
catgcagttc
cttgtggacc
gcttagggca
ccaggattgg
tagtcctgga
ggagggcaaa
tgggagctgce
gcgcactgcec
tcttatggaa
ggagatcctg
agatgttcag
tgcccgectyg
gctggagacc

ccctgageca

240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
1995



<400> 7
atgagcgtgc

gtgccccgeg
aagctgacca
ttcctggacy
gacatcgtga
gtggaggcct
tacatcgagg
atcaccctga
ggcgccatca
agcgaggact
gtggacgaga
aagctgtacy

tgacccccct
ccaagatcca
gcgacttcga
tgaaccacaa
tcaacaacct
tcttcggegy
gctggaagceg
tccgectgty
ccctggacga
gcgaggagac
tgacccgceca

gcggcgecgt

gctgctgcge
cagcctgecc
caaccccaag
cggcegeatce
gggcgcecacc
cgceggeatg
cctggecacc
gggcgacgcee
gtggaaggcc
cttccgegty
gcacctgggc

gccctaa

ggcctgaccg
cccgagggea
tggatcggcec
agcctggacyg
cccgagceagg
aagtacggcg
gaggagctgg
ctgttcgaca
tacaccaaga
tgcgacatcg

ttctggtaca

page 11

gcagcgccecg
agctgggcat
gccacaagca
agatggtgta
ccaagcgcca
tggagaccga
agcgctacag
tcatcgacaa
gcgecggeat
acgagagcgg

ccatggaccc

ccgectgecc
catgaaggtg
catgttcaac
caaggccagc
caaggacgcc
gtggcccgag
caagaaccag
ggaccagaac
catccagagc
ccagctggac

cgcectgegag

60
120
180
240
300
360
420
480
540
600
660
687





