














































































































































                         SEQUENCE LISTING

<110>  Otago Innovation Limited
 
<120>  Novel Ligand Assays

<130>  IGN1003/PC

<150>  NZ 753245
<151>  2019-05-07

<160>  80    

<170>  PatentIn version 3.5

<210>  1
<211>  18
<212>  DNA
<213>  Artificial

<220>
<223>  T7 RNA polymerase promoter/initiator sequence

<400>  1
taatacgact cactatag                                                     18

<210>  2
<211>  18
<212>  DNA
<213>  Artificial

<220>
<223>  T3 RNA polymerase promoter/initiator sequence

<400>  2
aattaaccct cactaaag                                                     18

<210>  3
<211>  18
<212>  DNA
<213>  Artificial

<220>
<223>  SP6 RNA polymerase promoter/initiator sequence

<400>  3
atttaggtga cactatag                                                     18

<210>  4
<211>  15
<212>  DNA

1



<213>  Artificial

<220>
<223>  Androgen Response Element 1 - Sense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  4
agaacannnt gttct                                                        15

<210>  5
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Androgen Response Element 1 - Antisense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  5
tcttgtnnna caaga                                                        15

<210>  6
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Androgen Response Element 2 - Sense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  6
ggtacannnt gttct                                                        15

<210>  7
<211>  15
<212>  DNA

2



<213>  Artificial

<220>
<223>  Androgen Response Element 2 - Antisense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  7
ccatgtnnna caaga                                                        15

<210>  8
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Estrogen Response Element - Sense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  8
aggtcannnt gacct                                                        15

<210>  9
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Estrogen Response Element - Sense Strand

<220>
<221>  misc_feature
<222>  (7)..(9)
<223>  n is a, c, g, or t

<400>  9
tccagtnnna ctgga                                                        15

<210>  10
<211>  15
<212>  DNA

3



<213>  Artificial

<220>
<223>  Progesterone Response Element - Sense Strand

<400>  10
ggtacaaact gttct                                                        15

<210>  11
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Progesterone Response Element - Antisense Strand

<400>  11
ccatgtttga caaga                                                        15

<210>  12
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Glucocorticoid/Mineralocorticoid Response Element - Sense Strand

<220>
<221>  misc_feature
<222>  (7)..(7)
<223>  n is a, c, g, or t

<400>  12
agaacanaat gttct                                                        15

<210>  13
<211>  15
<212>  DNA
<213>  Artificial

<220>
<223>  Glucocorticoid/Mineralocorticoid Response Element - Antisense 
       Strand

<220>
<221>  misc_feature
<222>  (7)..(7)
<223>  n is a, c, g, or t

4



<400>  13
tcttgtntta caaga                                                        15

<210>  14
<211>  146
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ARE-F30MangoII

<400>  14
taatacgact cactatagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtgggt acgaaggaga ggagaggaag aggagagtac ccacatactc tgatgatcct      120

tcgggatcat tcatggcaat ctagga                                           146

<210>  15
<211>  142
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ERE-F30MangoII

<400>  15
taatacgact cactatagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggtacga aggagaggag aggaagagga gagtacccac atactctgat gatccttcgg      120

gatcattcat ggcaatctag ga                                               142

<210>  16
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-PRE-F30MangoII

<400>  16
taatacgact cactatagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  17
<211>  140

5



<212>  DNA
<213>  Artificial

<220>
<223>  T7i-MRE-F30MangoII

<400>  17
taatacgact cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  18
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-GRE-F30MangoII

<400>  18
taatacgact cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  19
<211>  81
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ARE-MangoII

<400>  19
taatacgact cactatagac tctggaggaa tggagaacag cctgttctcc atacgaagga       60

gaggagagga agaggagagt a                                                 81

<210>  20
<211>  77
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ERE-MangoII

<400>  20
taatacgact cactatagac tctggaggaa caggtcagca tgacctgtac gaaggagagg       60

6



agaggaagag gagagta                                                      77

<210>  21
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-PRE-MangoII

<400>  21
taatacgact cactatagac tctggaggaa ggtacaaact gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  22
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-MRE-MangoII

<400>  22
taatacgact cactatagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  23
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-GRE-MangoII

<400>  23
taatacgact cactatagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  24
<211>  120
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ARE-iSpinach

7



<400>  24
taatacgact cactatagac tctggaggaa tggagaacag cctgttctcc aaggagtacg       60

gtgagggtcg ggtccagtag gtacgcctac tgttgagtag agtgtgggct ccgtactccc      120

<210>  25
<211>  116
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ERE-iSpinach

<400>  25
taatacgact cactatagac tctggaggaa caggtcagca tgacctgagg agtacggtga       60

gggtcgggtc cagtaggtac gcctactgtt gagtagagtg tgggctccgt actccc          116

<210>  26
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-PRE-iSpinach

<400>  26
taatacgact cactatagac tctggaggaa ggtacaaact gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  27
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-MRE-iSpinach

<400>  27
taatacgact cactatagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  28
<211>  114
<212>  DNA
<213>  Artificial

<220>

8



<223>  T7i-GRE-iSpinach

<400>  28
taatacgact cactatagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  29
<211>  190
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ARE-F30iSpinach

<400>  29
taatacgact cactatagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtggga ggagtacggt gagggtcggg tccagtaggt acgcctactg ttgagtagag      120

tgtgggctcc gtactccccc cacatactct gatgatcctt cgggatcatt catggcaatc      180

tagatctaga                                                             190

<210>  30
<211>  186
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-ERE-F30iSpinach

<400>  30
taatacgact cactatagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggaggag tacggtgagg gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg      120

ggctccgtac tccccccaca tactctgatg atccttcggg atcattcatg gcaatctaga      180

tctaga                                                                 186

<210>  31
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-PRE-F30iSpinach

<400>  31
taatacgact cactatagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

9



gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  32
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-MRE-F30iSpinach

<400>  32
taatacgact cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  33
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  T7i-GRE-F30iSpinach

<400>  33
taatacgact cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  34
<211>  81
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ARE-MangoII

<400>  34
aattaaccct cactaaagac tctggaggaa tggagaacag cctgttctcc atacgaagga       60

10



gaggagagga agaggagagt a                                                 81

<210>  35
<211>  77
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ERE-MangoII

<400>  35
aattaaccct cactaaagac tctggaggaa caggtcagca tgacctgtac gaaggagagg       60

agaggaagag gagagta                                                      77

<210>  36
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-PRE-MangoII

<400>  36
aattaaccct cactaaagac tctggaggaa ggtacaaact gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  37
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-MRE-MangoII

<400>  37
aattaaccct cactaaagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  38
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-GRE-MangoII

11



<400>  38
aattaaccct cactaaagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  39
<211>  146
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ARE-F30MangoII

<400>  39
aattaaccct cactaaagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtgggt acgaaggaga ggagaggaag aggagagtac ccacatactc tgatgatcct      120

tcgggatcat tcatggcaat ctagga                                           146

<210>  40
<211>  142
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ERE-F30MangoII

<400>  40
aattaaccct cactaaagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggtacga aggagaggag aggaagagga gagtacccac atactctgat gatccttcgg      120

gatcattcat ggcaatctag ga                                               142

<210>  41
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-PRE-F30MangoII

<400>  41
aattaaccct cactaaagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

12



<210>  42
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-MRE-F30MangoII

<400>  42
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  43
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-GRE-F30MangoII

<400>  43
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  44
<211>  120
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ARE-iSpinach

<400>  44
aattaaccct cactaaagac tctggaggaa tggagaacag cctgttctcc aaggagtacg       60

gtgagggtcg ggtccagtag gtacgcctac tgttgagtag agtgtgggct ccgtactccc      120

<210>  45
<211>  116
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ERE-iSpinach

13



<400>  45
aattaaccct cactaaagac tctggaggaa caggtcagca tgacctgagg agtacggtga       60

gggtcgggtc cagtaggtac gcctactgtt gagtagagtg tgggctccgt actccc          116

<210>  46
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-PRE-iSpinach

<400>  46
aattaaccct cactaaagac tctggaggaa ggtacaaact gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  47
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-MRE-iSpinach

<400>  47
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  48
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-GRE-iSpinach

<400>  48
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  49
<211>  190
<212>  DNA
<213>  Artificial

<220>

14



<223>  T3i-ARE-F30iSpinach

<400>  49
aattaaccct cactaaagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtggga ggagtacggt gagggtcggg tccagtaggt acgcctactg ttgagtagag      120

tgtgggctcc gtactccccc cacatactct gatgatcctt cgggatcatt catggcaatc      180

tagatctaga                                                             190

<210>  50
<211>  186
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-ERE- F30iSpinach

<400>  50
aattaaccct cactaaagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggaggag tacggtgagg gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg      120

ggctccgtac tccccccaca tactctgatg atccttcggg atcattcatg gcaatctaga      180

tctaga                                                                 186

<210>  51
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-PRE- F30iSpinach

<400>  51
aattaaccct cactaaagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  52
<211>  184
<212>  DNA
<213>  Artificial

<220>

15



<223>  T3i-MRE- F30iSpinach

<400>  52
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  53
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  T3i-GRE- F30iSpinach

<400>  53
aattaaccct cactaaagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  54
<211>  81
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ARE-MangoII

<400>  54
atttaggtga cactatagac tctggaggaa tggagaacag cctgttctcc atacgaagga       60

gaggagagga agaggagagt a                                                 81

<210>  55
<211>  77
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ERE-MangoII

<400>  55
atttaggtga cactatagac tctggaggaa caggtcagca tgacctgtac gaaggagagg       60

16



agaggaagag gagagta                                                      77

<210>  56
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-PRE-MangoII

<400>  56
atttaggtga cactatagac tctggaggaa ggtacaaact gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  57
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-MRE-MangoII

<400>  57
atttaggtga cactatagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  58
<211>  75
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-GRE-MangoII

<400>  58
atttaggtga cactatagac tctggaggaa tgtacaggat gttcttacga aggagaggag       60

aggaagagga gagta                                                        75

<210>  59
<211>  146
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ARE-F30MangoII

17



<400>  59
atttaggtga cactatagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtgggt acgaaggaga ggagaggaag aggagagtac ccacatactc tgatgatcct      120

tcgggatcat tcatggcaat ctagga                                           146

<210>  60
<211>  142
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ERE-F30MangoII

<400>  60
atttaggtga cactatagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggtacga aggagaggag aggaagagga gagtacccac atactctgat gatccttcgg      120

gatcattcat ggcaatctag ga                                               142

<210>  61
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-PRE-F30MangoII

<400>  61
atttaggtga cactatagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  62
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-MRE-F30MangoII

<400>  62
atttaggtga cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

18



<210>  63
<211>  140
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-GRE-F30MangoII

<400>  63
atttaggtga cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggtacgaag gagaggagag gaagaggaga gtacccacat actctgatga tccttcggga      120

tcattcatgg caatctagga                                                  140

<210>  64
<211>  120
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ARE-iSpinach

<400>  64
atttaggtga cactatagac tctggaggaa tggagaacag cctgttctcc aaggagtacg       60

gtgagggtcg ggtccagtag gtacgcctac tgttgagtag agtgtgggct ccgtactccc      120

<210>  65
<211>  116
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ERE-iSpinach

<400>  65
atttaggtga cactatagac tctggaggaa caggtcagca tgacctgagg agtacggtga       60

gggtcgggtc cagtaggtac gcctactgtt gagtagagtg tgggctccgt actccc          116

<210>  66
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-PRE-iSpinach
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<400>  66
atttaggtga cactatagac tctggaggaa ggtacaaact gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  67
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-MRE-iSpinach

<400>  67
atttaggtga cactatagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  68
<211>  114
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-GRE-iSpinach

<400>  68
atttaggtga cactatagac tctggaggaa tgtacaggat gttctaggag tacggtgagg       60

gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg ggctccgtac tccc            114

<210>  69
<211>  190
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ARE-F30iSpinach

<400>  69
atttaggtga cactatagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtggga ggagtacggt gagggtcggg tccagtaggt acgcctactg ttgagtagag      120

tgtgggctcc gtactccccc cacatactct gatgatcctt cgggatcatt catggcaatc      180

tagatctaga                                                             190

<210>  70
<211>  186

20



<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-ERE- F30iSpinach

<400>  70
atttaggtga cactatagac tctggaggaa caggtcagca tgacctgttg ccatgtgtat       60

gtgggaggag tacggtgagg gtcgggtcca gtaggtacgc ctactgttga gtagagtgtg      120

ggctccgtac tccccccaca tactctgatg atccttcggg atcattcatg gcaatctaga      180

tctaga                                                                 186

<210>  71
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-PRE- F30iSpinach

<400>  71
atttaggtga cactatagac tctggaggaa ggtacaaact gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  72
<211>  184
<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-MRE-F30iSpinach

<400>  72
atttaggtga cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  73
<211>  184
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<212>  DNA
<213>  Artificial

<220>
<223>  SP6i-GRE-F30iSpinach

<400>  73
atttaggtga cactatagac tctggaggaa tgtacaggat gttctttgcc atgtgtatgt       60

gggaggagta cggtgagggt cgggtccagt aggtacgcct actgttgagt agagtgtggg      120

ctccgtactc cccccacata ctctgatgat ccttcgggat cattcatggc aatctagatc      180

taga                                                                   184

<210>  74
<211>  12
<212>  DNA
<213>  Artificial

<220>
<223>  Filler Sequence

<400>  74
actctggagg aa                                                           12

<210>  75
<211>  67
<212>  DNA
<213>  Artificial

<220>
<223>  3xTandem Androgen Response Element

<400>  75
aagcttagaa cagtttgtaa cgagctcgtt acaaactgtt ctagctcgtt acaaactgtt       60

ctaagct                                                                 67

<210>  76
<211>  21
<212>  DNA
<213>  Artificial

<220>
<223>  Primary Androgen Response Element

<400>  76
tggagaacag cctgttctcc a                                                 21

22



<210>  77
<211>  95
<212>  DNA
<213>  Artificial

<220>
<223>  MangoII Aptamer + F30 Scaffold

<400>  77
ttgccatgtg tatgtgggta cgaaggagag gagaggaaga ggagagtacc cacatactct       60

gatgatcctt cgggatcatt catggcaatc tagga                                  95

<210>  78
<211>  30
<212>  DNA
<213>  Artificial

<220>
<223>  MangoII Aptamer

<400>  78
tacgaaggag aggagaggaa gaggagagta                                        30

<210>  79
<211>  17
<212>  DNA
<213>  Artificial

<220>
<223>  Primary Estrogen Response Element

<400>  79
caggtcagca tgacctg                                                      17

<210>  80
<211>  331
<212>  DNA
<213>  Artificial

<220>
<223>  ARE/ERE Multiplexed Assay (Single) Nucleic Acid Molecule

<400>  80
taatacgact cactatagac tctggaggaa tggagaacag cctgttctcc attgccatgt       60

gtatgtgggt acgaaggaga ggagaggaag aggagagtac ccacatactc tgatgatcct      120

tcgggatcat tcatggcaat ctaggaaacc ccgcggggcc tttcgggggt ctcgcggggt      180

tttttgctct aatacgactc actatagact ctggaggaac aggtcagcat gacctgttgc      240
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catgtgtatg tgggtacgaa ggagaggaga ggaagaggag agtacccaca tactctgatg      300

atccttcggg atcattcatg gcaatctagg a                                     331
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CLAIMS 

 

1. A cell-free assay method for detecting a ligand in a sample which ligand is capable 

of eliciting a steroid hormone genomic response, the assay method comprising the 

steps of: 

(i) contacting a sample with: 

(a) a steroid hormone receptor that forms a ligand-receptor complex 

with a ligand from the sample; and 

(b) a nucleic acid molecule comprising: 

(1) a polymerase promoter sequence; 

(2) a response element that is bound by the ligand-receptor 

complex; and 

(3) a reporter construct 

where the response element (2) is located between the promoter 

sequence (1) and the reporter construct (3), and (1), (2) and (3) are 

operably linked; 

(c) a single polypeptide polymerase; and 

(d) nucleoside triphosphates; and 

(ii) measuring a reduction or inhibition in transcription of the reporter 

construct caused by binding of the ligand-receptor complex to the 

response element, 

wherein, a measured reduction or inhibition in transcription of the reporter 

construct reflects detection of a ligand in the sample. 

 

2. The assay method according to claim 1, further comprising contacting the sample 

with (e) a steroid hormone receptor cofactor selected from heat shock protein 90 

(HSP90), a complex of HSP90 and heat shock protein 70 (HSP70), a complex of 

HSP90, HSP70 and heat shock protein 40 (HSP40), a complex of HSP90, HSP70, 

HSP40 and p23, a complex of HSP90, HSP70, HSP40, p23 and heat shock protein 

organizing protein (Hop), a complex of HSP90, HSP70, HSP40, p23, Hop and 48kD 

Hip protein (Hip), a complex of HSP90, HSP70, HSP40, p23, Hop, Hip and p60, and 

a complex of HSP90, HSP70, HSP40, p23, Hop, Hip, p60 and FKBP52. 

 

3. The assay method according to claim 2, wherein the relative amount of HSP90 to 

steroid hormone receptor is x:1, where x is the amount of HSP90 and is defined as 

[1.0 ≤ x ≤ 5.0].  
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4. The assay method according to any one of claims 1 to 3, wherein the relative 

amount of steroid hormone receptor to nucleic acid molecule is y:1, where y is the 

amount of steroid hormone receptor and is defined as [7.0 ≤ y ≤ 10.0].  

 

5. The assay method according to any one of claims 1 to 4, wherein the polymerase 

is T7 RNA polymerase. 

 

6. The assay method according to any one of claims 1 to 5, wherein the polymerase 

promoter sequence is defined by SEQ ID NO: 1. 

 

7. The assay method according to any one of claims 1 to 6, wherein the reporter 

construct comprises a sequence encoding an RNA aptamer capable of binding to a 

fluorophore. 

 

8. The assay method to claim 7, wherein the RNA aptamer is selected from Mango I, 

Mango II, Mango III and Mango IV, Spinach, iSpinach, Baby Spinach, Broccoli and 

Malachite Green. 

 

9. The assay method according to claim 7 or claim 8 wherein the RNA aptamer is 

Mango II and comprises a F30 scaffold. 

 

10. The assay method according to any one of claims 1 to 9, wherein the steroid 

hormone receptor is selected from the group consisting of androgen receptor (AR); 

estrogen receptor alpha (ER-) and estrogen receptor beta (ER-); progesterone 

receptor A (PRA) and progesterone receptor B (PRB); mineralocorticoid receptor 

(MR); and glucocorticoid receptor (GR). 

 

11. The assay method according to any one of claims 1 to 10, wherein the response 

element is selected from: 

a. an androgen response element (ARE); 

b. an estrogen response element (ERE);  

c. a progesterone response element (PRE); 

d. a mineralocorticoid response element; and  

e. a glucocorticoid response element (GRE).   

 

12. The assay method according to claim 11 wherein: 

a. the androgen response element (ARE) comprises 5’–AGAACAnnnTGTTCT–3’ 

(SEQ ID NO: 4), wherein n is A, T, G or C; 
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b. an estrogen response element (ERE) comprises 5’–AGGTCAnnnTGACCT–3’ 

(SEQ ID NO: 8), wherein n is A, T, G or C;  

c. a progesterone response element (PRE) comprises 5’–GGTACAAACTGTTCT–

3’ (SEQ ID NO: 10); 

d. a mineralocorticoid response element comprises 5’–AGAACAnAATGTTCT–3’ 

(SEQ ID NO: 12), wherein n is A, T, G or C; and  

e. a glucocorticoid response element (GRE) comprises 5’–

AGAACAnAATGTTCT–3’ (SEQ ID NO: 12), wherein n is A, T, G or C.   

 

13. The assay method according to any one of claims 1 to 12, which is configured to: 

a. detect a ligand that binds to an androgen receptor, and the nucleic acid 

molecule comprises a sequence defined by SEQ ID NO: 14; 

b. detect a ligand that binds to an estrogen receptor, and the nucleic acid 

molecule comprises a sequence defined by SEQ ID NO: 15; 

c. detect a ligand that binds to a progesterone receptor and the nucleic acid 

molecule comprises a sequence defined by SEQ ID NO: 16; 

d. detect a ligand that binds to a mineralocorticoid receptor and the nucleic 

acid molecule comprises a sequence defined by SEQ ID NO: 17; and/or 

e. detect a ligand that binds to a glucocorticoid receptor and the nucleic acid 

molecule comprises a sequence defined by SEQ ID NO: 18. 

 

14. The assay method according to any one of claims 1 to 12, wherein the nucleic acid 

molecule comprises any one of the sequences defined by SEQ ID Nos: 19-73. 

 

15. The assay method according to any one of claims 1 to 14, wherein the sample is a 

biological sample. 

 

16. The assay method according to claim 15, wherein the biological sample is selected 

from blood, plasma, serum, saliva, interstitial fluid, semen and urine. 

 

17. The assay method according to any one of claims 1 to 16, wherein the sample is a 

biological sample obtained from an athlete. 

 

18. The assay method according to claim 17, wherein the athlete is selected from a 

human athlete, an equine athlete, a canine athlete and a camelid athlete. 

 

19. The assay method according to claim 17 or claim 18, wherein the presence of a 

ligand in the biological sample reflects the doping status of the athlete. 
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20. The assay method according to any one of claims 1 to 14, wherein the sample is a 

water sample. 

 


