Cypllal

A. Rationale

For Leydig cells, a specific (with respect to testes) and early marker is Cypllal (P450scc). There is

strong consensus for this strain.

B. Targeting Strategy
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C. Southern Blot Analysis of the Targeted Allele in Mice
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Genomic DNA isolated from wildtype
and heterozygous mice were digested
with the indicated restriction enzymes,
separated in 0.8% agarose gel,
transferred to charged nylon membrane,
and hybridized with 2P |abeled probes.
The autoradiograms are shown.




D. PCR Genotyping
a. Primers
P450-F: 5' gagctgcctgecagtgtttg 3'
P450-R: 5' ggacctaggactgctagtag 3'
GFP-R: 5’ gtccagcetcgaccaggatgg 3°

b. Expected Band Sizes
P450-F + P450-R: 376 bp
P450-F + GFP-R: 296 bp

E. Relevant Sequences

a. Genomic clone used for targeting construct

ccctaatgaatacacttccatcgggtgggcttagttctgttcatttaacaactctcagtgactgggggatgcattce
tgggaaggcggagggggcagggtgtgtggaggagctggcctagecctgggaggatgggtctgggttaggtttgatgggggag
aaactgagctgcagagcttgtggtagctccgtttgccaaggtctgggagccgacatacagcctgaccatggatcttagett
agtggacactgaatccttcggagtcagtcattctgaccccgatttattgggtgagagataaagaggaatctggttctaggg
tgaaattcctttgcttctccaaatctcecccaaggtcagaggagattaaagtttcceccgtcecgececctggecttgtecteecg
acatcaactggaattctcagcagaagtcggctgtgactggaggctagcctcacacagggacctggggggaaatctcttgat
tggaccttgtggctctgtgggaagccagagacctgatccctgecttactctagtgacccatgatgggtatctgectecttect
acctctgcctcatttttctcatctgtacaatgggagctgagagaaatgagcctgtgacatccggtaattcagccagcagcet
tctggtgtgcagggtgtacccttataatgctaactgcccttactcatatcccaggtctgcttctcagcagcatggtgaaag
gggcttgagagccgagtccccagccaggaacaacttggacttgaatccatactgtgttgctagttagcattgtgactcectgg
gcaagttgctcttttggttgagctttagtctcctcctctgtaactctggcaaagtttctgaacctacctggcaagggagecc
atgaggatgaagaactgtgcaaagctccttagacatggcaagcgtccagttcattccacagacacaggtgaggcctacggg
tcctggccaaggctgagaaagccaagtgctcectttctaacatttgacatcatcatcecctagggcattgatcccagagaggtt
aagacagagctcctggttgcaggcatcttgatttctgttcgatgactagtctgctactcacagaaagcagcttgaaagggce
tttgaaaggaatccagggccaaggatctggaggccagggtaccagaagccaatgggaccaggcccatggcctacttactgce
ggcttatcctttctttatcagattcccagacccacagaggttaagacagccccagatgcaaattcatccecccagtgagtca
ctgtctttgtgcagccaaggtttctcctcceccccatcctgagecccaacttaacattgectgtggaatcatggaagaactttce
tatgaagaaggtggtctcctcttgecctccatgggctctgactctectgtteccctcaccecctectccagectgactcacctget
cccctctecectecccacctggettettegtttecttetgetgttttetgeccagectgggetteccttagttttectcagaaga
agggcagggagtttctaccctgagaagaggcatgggaattcacacctagacagcccagcccaggatacccagctgttttga
tgaaagccaaggctgctaattggcccaggaagttgagtcagatggctgccaacctaaattagcaggaatgctgttcaggeg
tgatgggttgttatccttgctagaacccagtgtaatgaacttctgtcccttecgectgacaatatgctagtgacaacacaggg
ccataggagtccaatttcctcccacattcagattcacattccctctecctectaccecctececctecteteccatececttecacce
ttttgagacagactctgatatagcccaggctgacttcaagttcatggccgaggaccgctgtgaacttccatacctcatgec
ttctgcactgggggaagggcacggtcagggtggactgccctcctcccacagtgacaatccacttteccttctcacaatecta
aggagggcaaaggctgcactaaaacttagcttaggtttaattcaatgaactggggttttctttttaaagacaccctgettt
tcataaggaaaataatgtgttagaaagaccacaaatttttcttagcctttacgtggaataacattcaataaaatggaaaac
aagcaaaccgacaagagctaggcatggttgtgcaaccgtcaatcccagcattcaggtggctcactgtgagttcaaggccaa
cctgatctacatagagagttccaggttagctggggctacaccgtgattccctattaaatccatgctaagggtgtatgtagce
tcagtgagttttgacatatgtaagaggtagcagaaaaagaacatcctgagctggatgtggtagaacataggtacctgtaat
ctcagcgtttgagaggaagagaaaggaaggtcacctaggctagaccatatggtaagatcctgttttaaaggcaaaggaagg
ttacctaggctagaccatatggtaagatcctgttttaaaggcaaaagaagaaagtacactttctgtcatagtggtgaatgc
atataatcccaggactcaggacactgaggcagggggatcttaaaagcataatgaaaataaaaaatgcactaaatcctggag
agatggttcagtggttaagagcactgctagtgctttgactgttcttccagaggatccaggttcaaatcccagcacccacac
ggcagctcaactatctgtaagtccaagatttgacactttcaaacagacatacatgtaggtcaaacaccaacgcacattaaa
tagataaaaaaacaacataaataaatacatacatacataagtaaataaaacaatacttgctcgtcagaacattttcaaaga
acacggagtatggttgtttgtcaaagagaaaaaaaaaagcagaatttcaagaattaaggaactgtacaagatcagttaata
atcaaccatttgtaagtcccaggaacacaggaaagatgtctgctgttctataactggccaggtagtcagttcctccagacc
cgtgcatgatcttaggctatctctcatcttagaggatattcgtcatcacctaggggccagcagaaggecctttgtcatgcaa
aacccgcaaggaatggaagcaaacccaactattgcagagtcataaaggggcaggagctgaggttgagacccaagggggggg
gggctagccatgagccaggaggtctaagcctcattttcttcccatgaaaatggagatagcaaagttgeccttttaatgtgte
tgaaggatagtggtcttagggacccatagggtggacactgaggttagaggcctggagctgcctgccagtgtttgectaact
>

P450-F



ctactacagacttttcagacagaaagttcagaagttctttctctgagtttgggagGGGCTGTGTGAGCCCAGCCCTCTGGA
GGAGGAAGGGGGGAGGTCACCGCTCCATCAGCTTCTCTCTTAGCCTTGAGCTGGTGGTTATAAGTGTGGCTCTGGAGGTTT
GGGGCAGAGACACTCGTGCAGCAGGAAGTGGCAGTCGTGGGGACAGTATGCTGGCTAAAGGACTTTCCCTGCGCTCAGTGC
TGGTCAAAGGCTGCCAACCTTTCCTGAGCCCTACGTGGCAGGGTCCAGTGCTGAGTACTGGAAAGGGAGCTGGTACCTCTA

<
CTAGCAGTCCTAGGTCCTTCAATGAGATCCCTTCCCCTGGCGACAATGGTTGGCTAAACCTGTACCACTTCTGGAGGGAGA

P450-R
GTGGCACACAGAAAATCCATTACCATCAGATGCAGAGTTTCCAAAAGTATGGCCCCATTTACAGgtaagecctggcagcagg
tggagcaggcacagggggaggcacacggctcctgcttecctgtctgecctttttetttcatttetteccaggetggggectgggg
ctggggctggggctggggctggggctggggctggggctggggectggggectggggetggggectggggetggggetggggetyg
gggctggggctggggctgaggggatagtcttcecctcatttctgactccaagactttttctactggtataaagaagtgtgag
caagcagtgcccccctcacccaccaactttagccaccctaaaagtcaagtttgectgtctctatcttcagggggaaggaaat
gagacattggtgccctgactactggcaagccccgaccaggctttagecgccagecctcagecttcaggeecectttgtgtetggga
gctgagcaagaacagtacacgctcttaatcactgagccatctccccaccttgacatttttctttaatagaagtgaagggtg
ccatctcacttttgaggcgagtgactactctgaattacaattcaagaagagccgggctggcttggaacttgggagatacag
ggcattcactgtagaatgacaagaaagcctgccatggcttcaagcccagcaggacaagaaggttcagecgtggaatcggcat
gattatgaaatggaaggattggggtgggagtggggctggtcctggggtgcgectgtgtggtgtatgatagtgtcctgecgtce
ctttggaatgagtcacaatgtcataggaaaatgtgtcatgtttggctcttcagcagctccgcaagacagatgtcacatcca
tttcccatctcataggtgacactgaggctcagcaaagggaaggtcccagccagaaagctgtgtactgattgtgtagagagg
cctggctgcccagggtgtgtgttcacggctgecctcaggtccaacatcageccgectecttgtctttccagggagaagectgggeca
ctttggagtcagtttacatcgtggaccccaaggatgcgtcgatactcttctcatgcgagggtcccaacccggagecggttece
ttgtgcccececctgggtggectatcaccagtattatcagaggecccattggggtecctgtttaagtgagttctgagtgagecte
gtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtagggtgctgaaggaaagtggtagggagaggggtcg
ggggaaagagtggctctgctcatcttcctgttccataaggcaaacgatggtgacaacagccatgacagggaagtgtcctge
cgactcccagggggatgtcaggctgaagttcttcatgaatagtggagactttgcaaagttctcactaattgctttaactat
gaagtgccactttatcaaacacctgctaggtaccaggccttgtgccaggtgttggcagtacagctgtaaataagggcctga
cagcctgaagccactgtgagaaacagcgagatctgccactgagatatagatgctattttctaccaaattgcatactgataa
atttatatatatttatatataatttttatataaatatataatttatatataaatataaataacatataaaatatctatcta
tctatgtatctgtctatgtttctacattgatagggtctttctacattatctagaactttctagaagttgctacatagacca
ggctggcctcaaacaaacatcagcttgctttggcctecctttaaaggttaaggacatgtgccaccacacccagtgtcactga
aacttttaaatgtgactaaatcaagggttggcaaggccctggagcaactggagctctcgtgcactgtggtgggaacatgta
cctggcctctgtgtgaacagtgcttggatgttaactcccaagaccgactattaccagggccacggtggctgtgagtcacac
agtgtttctaactttagtgacatgccatgtcctctcagggaacagggtcataggctagaatgtttctccaggctatagtta
daaaaaaaagaaagaaaaaagaaggaaagaaaaagaaaaaccaggaagccttctagctggttgagatgaaggaggacggtg
gacgagagaaggttgcatatacctgccacaatgtacaggtacagactcaggtccacgacacggctgtcctgaaatgcaaaa
ctgagtggagaaggcaagtactccaaactctgacaggcatttagaaactctggagctagcacagtctttttagtgtctttt
aagagagattcagtaaaaccatacacaaaagggggaagggacccaggctcgggtggggggcttcatgtggagcagggtagg
ctgaaaccatgagtttacaaaattatttgcctccagactctcaactttttaaaagaagtttttattcatagaattctattt
gtgtgtatatgtctggtaagtatatgccatgtgtatacagatgcctctggggactaggagagggcaccggatcccctgtgg
ttgttacaagtggtccagagttgccctatagggatgctgggaactggacttgattcctctctaagagcagtgagccatctt
gccagctcacaacgttcttaaacaaacaaactcccccaaattacaaaaggagcattgcagccgggcagtggtggtgcacac
ctctaatcccagcacttgggaggcaggggcaggcagatctctgagtctgagaccaggcagggcagggagggagtaggagag
gagagcaaatgttgggaggaggggagatgatgttgctgcaggtgctggagctagagagcctagcaagtccgtaggtgeccag
gtgtggcatctgtgaccttgaggcgggacctgtgtttctctaggagttcagatgcctggaagaaagaccgaatcgtcecctaa
accaagaggtgatggcgcctggagccatcaagaacttcgtgcccctgectggaaggtgtagectcaggacttcatcaaagtcet
tacacagacgcatcaagcagcaaaattctggaaatttctcaggggtcatcagtgatgacctattccgecttttecectttgagt
gtaaggatcttacacatgactgactggcaggagctgggggtggggagccagcgttcacccttttaccttgagaccccaggce
cctgtgcttgtgtggattggtttcttggacagactctgtactgtcagtctctcgggggtagtcaaatagctctcatctgac
attcatgttggggaagtccccagatcataggttttccatgccaccatcctccataagccagaacttggecttggeccectgecat
gctgcaagtctccctctcgtagaaacagacctctggagttgagcaagaaagaggggacctcecctgggttgatctgggectgac
tgttgaaggacacttagaaattatccagactgggtaaggcggttaggcgtcatagaccaggcatagaacagtgcatgcata
tggcttagtagaagtcatgtgatgcctgcaggagatctggggtaccctgggcttggtataaaattggcattcaaatttttce
ttgtggtaagtgagaaaacttgaatcttttagtttcagccagattgaatcctgggtgacttggagactgctaacctaagtc
tcccaggccatgtgtgatgtagtgattgcagtcagtaacaaagggaaatctctcctggacagttccgtcctggectcaggtg
gagtccactattcccatcaaagcgtcctgatcagggccgcccctatatccctctgagggacctgaattgaagccagaaggg
cagtcttcttccatctcttggggctcaggtctcagttgetttgectggaggaagctaaggatgagcaagggecccectgtgtgt
ggtgggcatggatggggatggttctgggtgctgaggctcttggagagccaggctggaagagggtccttagecctcagtctet
c



b. The final construct (excluding plasmid backbone and the negative selection marker)

ccctaatgaatacacttccatcgggtgggcttagttctgttcatttaacaactctcagtgactgggggatgcattce
tgggaaggcggagggggcagggtgtgtggaggagctggcctagecctgggaggatgggtctgggttaggtttgatgggggag
aaactgagctgcagagcttgtggtagctccgtttgccaaggtctgggagccgacatacagcctgaccatggatcttagett
agtggacactgaatccttcggagtcagtcattctgaccccgatttattgggtgagagataaagaggaatctggttctaggg
tgaaattcctttgcttctccaaatctccccaaggtcagaggagattaaagtttcceccgtececgeccecctggecttgtectecg
acatcaactggaattctcagcagaagtcggctgtgactggaggctagcctcacacagggacctggggggaaatctcttgat
tggaccttgtggctctgtgggaagccagagacctgatccctgecttactctagtgacccatgatgggtatctgectecttecect
acctctgcctcatttttctcatctgtacaatgggagctgagagaaatgagcctgtgacatccggtaattcagccagcagcet
tctggtgtgcagggtgtacccttataatgctaactgcccttactcatatcccaggtctgcttctcagcagcatggtgaaag
gggcttgagagccgagtccccagccaggaacaacttggacttgaatccatactgtgttgctagttagcattgtgactectgg
gcaagttgctcttttggttgagctttagtctcctcctctgtaactctggcaaagtttctgaacctacctggcaagggagec
atgaggatgaagaactgtgcaaagctccttagacatggcaagcgtccagttcattccacagacacaggtgaggcctacggg
tcctggccaaggctgagaaagccaagtgctcectttctaacatttgacatcatcatcecctagggcattgatcccagagaggtt
aagacagagctcctggttgcaggcatcttgatttctgttcgatgactagtctgctactcacagaaagcagcttgaaagggce
tttgaaaggaatccagggccaaggatctggaggccagggtaccagaagccaatgggaccaggcccatggcctacttactgce
ggcttatcctttctttatcagattcccagacccacagaggttaagacagccccagatgcaaattcatccecccagtgagtca
ctgtctttgtgcagccaaggtttctcctcceccccatcctgagecccaacttaacattgectgtggaatcatggaagaactttce
tatgaagaaggtggtctcctcttgecctccatgggctctgactctectgtteccctcaccecctecteccagectgactcacctget
cccctcectecectecccacctggettettegtttecttetgetgttttetgeccagectgggettecccttagttttectcagaaga
agggcagggagtttctaccctgagaagaggcatgggaattcacacctagacagcccagcccaggatacccagctgttttga
tgaaagccaaggctgctaattggcccaggaagttgagtcagatggctgccaacctaaattagcaggaatgctgttcaggeg
tgatgggttgttatccttgctagaacccagtgtaatgaacttctgtcccttcgctgacaatatgctagtgacaacacaggg
ccataggagtccaatttcctcccacattcagattcacattccctctecctectaccecctececctecteteccatececcttecacce
ttttgagacagactctgatatagcccaggctgacttcaagttcatggccgaggaccgctgtgaacttccatacctcatgec
ttctgcactgggggaagggcacggtcagggtggactgccctcctcccacagtgacaatccacttteccttectcacaatecta
aggagggcaaaggctgcactaaaacttagcttaggtttaattcaatgaactggggttttctttttaaagacaccctgettt
tcataaggaaaataatgtgttagaaagaccacaaatttttcttagcctttacgtggaataacattcaataaaatggaaaac
aagcaaaccgacaagagctaggcatggttgtgcaaccgtcaatcccagcattcaggtggctcactgtgagttcaaggccaa
cctgatctacatagagagttccaggttagctggggctacaccgtgattccctattaaatccatgctaagggtgtatgtagce
tcagtgagttttgacatatgtaagaggtagcagaaaaagaacatcctgagctggatgtggtagaacataggtacctgtaat
ctcagcgtttgagaggaagagaaaggaaggtcacctaggctagaccatatggtaagatcctgttttaaaggcaaaggaagg
ttacctaggctagaccatatggtaagatcctgttttaaaggcaaaagaagaaagtacactttctgtcatagtggtgaatgce
atataatcccaggactcaggacactgaggcagggggatcttaaaagcataatgaaaataaaaaatgcactaaatcctggag
agatggttcagtggttaagagcactgctagtgctttgactgttcttccagaggatccaggttcaaatcccagcacccacac
ggcagctcaactatctgtaagtccaagatttgacactttcaaacagacatacatgtaggtcaaacaccaacgcacattaaa
tagataaaaaaacaacataaataaatacatacatacataagtaaataaaacaatacttgctcgtcagaacattttcaaaga
acacggagtatggttgtttgtcaaagagaaaaaaaaaagcagaatttcaagaattaaggaactgtacaagatcagttaata
atcaaccatttgtaagtcccaggaacacaggaaagatgtctgctgttctataactggccaggtagtcagttcctccagacc
cgtgcatgatcttaggctatctctcatcttagaggatattcgtcatcacctaggggccagcagaaggecctttgtcatgcaa
aacccgcaaggaatggaagcaaacccaactattgcagagtcataaaggggcaggagctgaggttgagacccaagggggggg
gggctagccatgagccaggaggtctaagcctcattttcttcccatgaaaatggagatagcaaagttgeccttttaatgtgte
tgaaggatagtggtcttagggacccatagggtggacactgaggttagaggcctggagctgcctgccagtgtttgectaact
>

P450-F
ctactacagacttttcagacagaaagttcagaagttctttctctgagtttgggagGGGCTGTGTGAGCCCAGCCCTCTGGA
>

Start of P450 transcription
GGAGGAAGGGGGGAGGTCACCGCTCCATCAGCTTCTCTCTTAGCCTTGAGCTGGTGGTTATAAGTGTGGCTCTGGAGGTTT
GGGGCAGAGACACTCGTGCAGCAGGAAGTGGCAGTCGTGGGGACAGT ATG

>
Start of GFP

CCATCCTGGTCGAGCTGGAC
<

GFP-R



TACGTCCAGGAGCGCACCATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACC
CTGGTGAACCGCATCGAGCTGAAGGGCATCGACTTCAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAACTAC
AACAGCCACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGGTGAACTTCAAGATCCGCCACAACATCGAG
GACGGCAGCGTGCAGCTCGCCGACCACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGEGTGLCTGLCTGCCCGACAACCAC
TACCTGAGCACCCAGTCCGCCCTGAGCAAAGACCCCAACGAGAAGCGCGATCACATGGTCCTGCTGGAGTTCGTGACCGCC
GCCGGGATCACTCTCGGCATGGACGAGCTGTACAAGTCCGGTACAGCTCTCGACGGAGAAAGCTCAGGCTCTGGCTCAGAG
TCTGACTCC ATGGCCAATTTACTGACCGTACACCAAAATTTGCCTGCATTACCGGTCGATGCAACGAGTGATGAGTGTCG
e

End of GFP

|

Start of Cre
CAAGAACCTGATGGACATGTTCAGGGATCGCCAGGCGTTTTCTGAGCATACCTGGAAAATGCTTCTGTCCGTTTGCCGGTC
GTGGGCGGCATGGTGCAAGTTGAATAACCGGAAATGGTTTCCCGCAGAACCTGAAGATGTTCGCGATTATCTTCTATATCT
TCAGGCGCGCGGTCTGGCAGTAAAAACTATCCAGCAACATTTGGGCCAGCTAAACATGCTTCATCGTCGGTCCGGGCTGCC
ACGACCAAGTGACAGCAATGCTGTTTCACTGGTTATGCGGCGGATCCGAAAAGAAAACGTTGATGCCGGTGAACGTGCAAA
ACAGGCTCTAGCGTTCGAACGCACTGATTTCGACCAGGTTCGTTCACTCATGGAAAATAGCGATCGCTGCCAGGATATACG
TAATCTGGCATTTCTGGGGATTGCTTATAACACCCTGTTACGTATAGCCGAAATTGCCAGGATCAGGGTTAAAGATATCTC
ACGTACTGACGGTGGGAGAATGTTAATCCATATTGGCAGAACGAAAACGCTGGTTAGCACCGCAGGTGTAGAGAAGGCACT
TAGCCTGGGGGTAACTAAACTGGTCGAGCGATGGATTTCCGTCTCTGGTGTAGCTGATGATCCGAATAACTACCTGTTTTG
CCGGGTCAGAAAAAATGGTGTTGCCGCGCCATCTGCCACCAGCCAGCTATCAACTCGCGCCCTGGAAGGGATTTTTGAAGC
AACTCATCGATTGATTTACGGCGCTAAGGATGACTCTGGTCAGAGATACCTGGCCTGGTCTGGACACAGTGCCCGTGTCGG
AGCCGCGCGAGATATGGCCCGCGCTGGAGTTTCAATACCGGAGATCATGCAAGCTGGTGGCTGGACCAATGTAAATATTGT
CATGAACTATATCCGTAACCTGGATAGTGAAACAGGGGCAATGGTGCGCCTGCTGGAAGATGGCGATTAGecattaacgecyg

>

End of Cre
gggggatctttgtga AGGAACCTTACTTCTGTGGTGTGACATAATTGGACAAACTACCTACAGAGATTTAAAGCTCTAA

>

SV40 small t intron and poly A
GGTAAATATAAAATTTTTAAGTGTATAATGTGTTAAACTACTGATTCTAATTGTTTGTGTATTTTAGATTCCAACCTATGG
AACTGATGAATGGGAGCAGTGGTGGAATGCCTTTAATGAGGAAAACCTGTTTTGCTCAGAAGAAATGCCATCTAGTGATGA
TGAGGCTACTGCTGACTCTCAACATTCTACTCCTCCAAAAAGAAGAGAAAGGTAGAAGACCCCAAGGACTTTCCTTCAGAA
TTGCTAAGTTTTTTGAGTCATGCTGTGTTTAGTAATAGAACTCTTGCTTGCTTTGCTATTTACACCACAAAGGAAAAAGCT
GCACTGCTATACAAGAAAATTATGGAAAAATATTCTGTAACCTTTATAAGTAGGCATAACAGTTATAATCATAACATACTG
TTTTTTCTTACTCCACACAGGCATAGAGTGTCTGCTATTAATAACTATGCTCAAAAATTGTGTACCTTTAGCTTTTTAATT
TGTAAAGGGGTTAATAAGGAATATTTGATGTATAGTGCCTTGACTAGAGATCATAATCAGCCATACCACATTTGTAGAGGT
TTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTT
TATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAG
TTGTGGTTTGTCCAAACTCATCAATGTATCTTATCATGTCTGGATC gatccactagatcgaattcc gaagttcctattc

>
End of SV40 small t intron and poly A Frt
Tctagaaagtataggaacttc

>
Start of Kan/Neo



|
End of Kan/Neo

atcagtcaggtac CTGGCTAAAGGACTTTCCCTGCGCTCAGTG
>

Frt P450 continues
CTGGTCAAAGGCTGCCAACCTTTCCTGAGCCCTACGTGGCAGGGTCCAGTGCTGAGTACTGGAAAGGGAGCTGGTACCTCT

<«
ACTAGCAGTCCTAGGTCCTTCAATGAGATCCCTTCCCCTGGCGACAATGGTTGGCTAAACCTGTACCACTTCTGGAGGGAG

P450-R
AGTGGCACACAGAAAATCCATTACCATCAGATGCAGAGTTTCCAAAAGTATGGCCCCATTTACAGgtaagecctggcageag

Exon/intron junction
gtggagcaggcacagggggaggcacacggctcctgcttcctgtctgectttttectttcatttettccaggectggggetggg
gctggggctggggctggggctggggctggggctggggctggggectggggectggggetggggetggggetggggetgggget
ggggctggggctggggctgaggggatagtcttccctcatttctgactccaagactttttctactggtataaagaagtgtga
gcaagcagtgcccccctcacccaccaactttagccaccctaaaagtcaagtttgectgtctctatcttcagggggaaggaaa
tgagacattggtgccctgactactggcaagccccgaccaggctttagecgeccagecctcagecttcaggeectttgtgtetggg
agctgagcaagaacagtacacgctcttaatcactgagccatctccccaccttgacatttttctttaatagaagtgaagggt
gccatctcacttttgaggcgagtgactactctgaattacaattcaagaagagccgggctggcttggaacttgggagataca
gggcattcactgtagaatgacaagaaagcctgccatggcttcaagcccagcaggacaagaaggttcagcgtggaatcggca
tgattatgaaatggaaggattggggtgggagtggggctggtcctggggtgecgectgtgtggtgtatgatagtgtcectgecgt
cctttggaatgagtcacaatgtcataggaaaatgtgtcatgtttggctcttcagcagctccgcaagacagatgtcacatcc
atttcccatctcataggtgacactgaggctcagcaaagggaaggtcccagccagaaagctgtgtactgattgtgtagagag
gcctggctgecccagggtgtgtgttcacggectgecctcaggtccaacatcageccgectecttgtectttccagggagaagectggge
actttggagtcagtttacatcgtggaccccaaggatgcgtcgatactcttctcatgcgagggtcccaacccggagecggttce
cttgtgccccecctgggtggectatcaccagtattatcagaggecccattggggtecctgtttaagtgagttctgagtgagect
cgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtgtagggtgctgaaggaaagtggtagggagaggggte
gggggaaagagtggctctgctcatcttcctgttccataaggcaaacgatggtgacaacagccatgacagggaagtgtcctg
ccgactcccagggggatgtcaggctgaagttcttcatgaatagtggagactttgcaaagttctcactaattgctttaacta
tgaagtgccactttatcaaacacctgctaggtaccaggccttgtgccaggtgttggcagtacagctgtaaataagggecctg
acagcctgaagccactgtgagaaacagcgagatctgccactgagatatagatgctattttctaccaaattgcatactgata
aatttatatatatttatatataatttttatataaatatataatttatatataaatataaataacatataaaatatctatct
atctatgtatctgtctatgtttctacattgatagggtctttctacattatctagaactttctagaagttgctacatagacc
aggctggcctcaaacaaacatcagcttgctttggcctcctttaaaggttaaggacatgtgccaccacacccagtgtcactg
aaacttttaaatgtgactaaatcaagggttggcaaggccctggagcaactggagctctcgtgcactgtggtgggaacatgt
acctggcctctgtgtgaacagtgcttggatgttaactcccaagaccgactattaccagggccacggtggctgtgagtcaca
cagtgtttctaactttagtgacatgccatgtcctctcagggaacagggtcataggctagaatgtttctccaggctatagtt
daaaaaaaaagaaagaaaaaagaaggaaagaaaaagaaaaaccaggaagccttctagctggttgagatgaaggaggacggt
ggacgagagaaggttgcatatacctgccacaatgtacaggtacagactcaggtccacgacacggctgtcctgaaatgcaaa
actgagtggagaaggcaagtactccaaactctgacaggcatttagaaactctggagctagcacagtctttttagtgtcttt
taagagagattcagtaaaaccatacacaaaagggggaagggacccaggctcgggtggggggcttcatgtggagcagggtag
gctgaaaccatgagtttacaaaattatttgcctccagactctcaactttttaaaagaagtttttattcatagaattctatt
tgtgtgtatatgtctggtaagtatatgccatgtgtatacagatgcctctggggactaggagagggcaccggatcccctgtg
gttgttacaagtggtccagagttgccctatagggatgctgggaactggacttgattcctctctaagagcagtgagccatct
tgccagctcacaacgttcttaaacaaacaaactcccccaaattacaaaaggagcattgcageccgggcagtggtggtgcaca
cctctaatcccagcacttgggaggcaggggcaggcagatctctgagtctgagaccaggcagggcagggagggagtaggaga
ggagagcaaatgttgggaggaggggagatgatgttgctgcaggtgctggagctagagagcctagcaagtccgtaggtgcca
ggtgtggcatctgtgaccttgaggcgggacctgtgtttctctaggagttcagatgcctggaagaaagaccgaatcgtccta
aaccaagaggtgatggcgcctggagccatcaagaacttcgtgcccctgctggaaggtgtagctcaggacttcatcaaagtce
ttacacagacgcatcaagcagcaaaattctggaaatttctcaggggtcatcagtgatgacctattccgcttttcectttgag
tgtaaggatcttacacatgactgactggcaggagctgggggtggggagccagcgttcacccttttaccttgagaccccagg
ccctgtgcttgtgtggattggtttcttggacagactctgtactgtcagtctctcgggggtagtcaaatagctctcatctga
cattcatgttggggaagtccccagatcataggttttccatgccaccatcctccataagccagaacttggecttggccctgeca



tgctgcaagtctccctctcgtagaaacagacctctggagttgagcaagaaagaggggacctecctgggttgatctgggetga
ctgttgaaggacacttagaaattatccagactgggtaaggcggttaggcgtcatagaccaggcatagaacagtgcatgcat
atggcttagtagaagtcatgtgatgcctgcaggagatctggggtaccctgggcttggtataaaattggcattcaaattttt
cttgtggtaagtgagaaaacttgaatcttttagtttcagccagattgaatcctgggtgacttggagactgctaacctaagt
ctcccaggccatgtgtgatgtagtgattgcagtcagtaacaaagggaaatctctcctggacagttccgtcctggctcaggt
ggagtccactattcccatcaaagcgtcctgatcagggccgeccecctatatccctctgagggacctgaattgaageccagaagg
gcagtcttcttccatctcttggggctcaggtctcagttgectttgectggaggaagctaaggatgagcaagggeccecctgtgtg
tggtgggcatggatggggatggttctgggtgctgaggctcttggagagccaggctggaagagggtccttagecctcagtctce
tc

c. 5’ Probe

cttgacactgcttcctgagttgagttttgttatgatggggctgataacctccecccgaccctgaccccaacccaatgaatttga
atgaaaagctcagctctgaagtctttgtagtattcatccatccttaggtcttctaggecctctactacagtgactggatcagagttgttg
taaagactcattttgcactcttgtgaaactttcaggaagggctgttaccggagaaggagggcggagctgatttgcatgtecctgectcete
cggcttggagggagggatgggttgagagctatccaggatgtgcttgctctaagatcagttcctectecectattggtttecttcagaggeca
accattcttggggctgaggcgggaaatggtttcaggtgagatcaggtgcgaaggttggaaatgcagcaagcctgcacaaaccgttgett
ccttcccaagt

d. 3’ Probe

actgcagccatcagcagtgttatatttggggagcgcatggggatgctggaggagatcgtggatcccgaggcccageggttcat
caatgctgtctaccagatgttccacaccagtgtccccatgectcaacctgectccagacttetttecgactecctcagaactaagacctgga
aggaccatgcagctgcctgggatgtgattttcaataaaggtgaggactcctctggcagtactcatgecctgaccaatggeccgectetgtt
ccacaattaaccaatggccactaatctaccatggagggaaatctcagatgaacaaggatgtgtgtcagggctggaggctgactattgga
gttggttactttttccttctggagagagggaataaggatgttcatggtactcatgacga



