5

3"

pPICZalphaB

3597 bp

ACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATCAGATCTAACATCCAAAGACGAAAGGT
+ | ' | ‘ | n I n I n I n I n

TGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAGTCTAGATTGTAGGTTTCTGCTTTCCA
[ AOX1 promoter

TGAATGAAACCTTTTTGCCATCCGACATCCACAGGTCCATTCTCACACATAAGTGCCAAACGCAACAGGAGGGGA
] I ] I ] I ] I ] I ] I ] I ]

>

ACTTACTTTGGAAAAACGGTAGGCTGTAGGTGTCCAGGTAAGAGTGTGTATTCACGGTTTGCGTTGTCCTCCCCT
AOX1 promoter

TACACTAGCAGCAGACCGTTGCAAACGCAGGACCTCCACTCCTCTTCTCCTCAACACCCACTTTTGCCATCGAAA
1 Il 1 Il 1 Il 1 Il 1 Il 1 Il 1 Il 1

>

ATGTGATCGTCGTCTGGCAACGTTTGCGTCCTGGAGGTGAGGAGAAGAGGAGTTGTGGGTGAAAACGGTAGCTTT
AOX1 promoter

AACCAGCCCAGTTATTGGGCTTGATTGGAGCTCGCTCATTCCAATTCCTTCTATTAGGCTACTAACACCATGACT
] I ] I ] I ] I ] I ] I ] I ]

>

TTGGTCGGGTCAATAACCCGAACTAACCTCGAGCGAGTAAGGTTAAGGAAGATAATCCGATGATTGTGGTACTGA
AOX1 promoter

TTATTAGCCTGTCTATCCTGGCCCCCCTGGCGAGGTTCATGTTTGTTTATTTCCGAATGCAACAAGCTCCGCATT
+ I n | + | + I + I ‘ | n | n

>

AATAATCGGACAGATAGGACCGGGGGGACCGCTCCAAGTACAAACAAATAAAGGCTTACGTTGTTCGAGGCGTAA
AOX1 promoter

ACACCCGAACATCACTCCAGATGAGGGCTTTCTGAGTGTGGGGTCAAATAGTTTCATGTTCCCCAAATGGCCCAA
] I ] I ] I ] I ] I ] I ] I ]

>

TGTGGGCTTGTAGTGAGGTCTACTCCCGAAAGACTCACACCCCAGTTTATCAAAGTACAAGGGGTTTACCGGGTT
AOX1 promoter

AACTGACAGTTTAAACGCTGTCTTGGAACCTAATATGACAAAAGCGTGATCTCATCCAAGATGAACTAAGTTTGG
' | ' | ' | ' | ' | ' | ' | '

TTGACTGTCAAATTTGCGACAGAACCTTGGATTATACTGTTTTCGCACTAGAGTAGGTTCTACTTGATTCAAACC
AOX1 promoter

>

>

75

150

225

300

375

450



TTCGTTGAAATGCTAACGGCCAGTTGGTCAAAAAGAAACTTCCAAAAGTCGGCATACCGTTTGTCTTGTTTGGTA
] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

T T T T T T T T T T T t T T
AAGCAACTTTACGATTGCCGGTCAACCAGTTTTTCTTTGAAGGTTTTCAGCCGTATGGCAAACAGAACAAACCAT

AOX1 promoter >

TTGATTGACGAATGCTCAAAAATAATCTCATTAATGCTTAGCGCAGTCTCTCTATCGCTTCTGAACCCCGGTGCA
L I L I L I L I L I L I L I
T T T T T T T T T T T T T T T

AACTAACTGCTTACGAGTTTTTATTAGAGTAATTACGAATCGCGTCAGAGAGATAGCGAAGACTTGGGGCCACGT

AOX1 promoter >

CCTGTGCCGAAACGCAAATGGGGAAACACCCGCTTTTTGGATGATTATGCATTGTCTCCACATTGTATGCTTCCA
I L I L I L I L I L I L I L
T T T T T T T T T t T t T +

GGACACGGCTTTGCGTTTACCCCTTTGTGGGCGAAAAACCTACTAATACGTAACAGAGGTGTAACATACGAAGGT

AOX1 promoter >

AGATTCTGGTGGGAATACTGCTGATAGCCTAACGTTCATGATCAAAATTTAACTGTTCTAACCCCTACTTGACAG
L I L I L I L I L I L I L I
T T T T T T T T T T T T T T T

TCTAAGACCACCCTTATGACGACTATCGGATTGCAAGTACTAGTTTTAAATTGACAAGATTGGGGATGAACTGTC

AOX1 promoter >

CAATATATAAACAGAAGGAAGCTGCCCTGTCTTAAACCTTTTTTTTTATCATCATTATTAGCTTACTTTCATAAT
I L I L I L I L I L I L I L
T T T T T T T T T t T t T +

GTTATATATTTGTCTTCCTTCGACGGGACAGAATTTGGAAAAAAAAATAGTAGTAATAATCGAATGAAAGTATTA

AOX1 promoter >

TGCGACTGGTTCCAATTGACAAGCTTTTGATTTTAACGACTTTTAACGACAACTTGAGAAGATCAAAAAACAACT
L I L I L I L I L I L I L I
T T T T T T T T T T T T T T T

ACGCTGACCAAGGTTAACTGTTCGAAAACTAAAATTGCTGAAAATTGCTGTTGAACTCTTCTAGTTTTTTGTTGA

AOX1 promoter >

AATTATTCGAAACGATGAGATTTCCTTCAATTTTTACTGCTGTTTTATTCGCAGCATCCTCCGCATTAGCTGCTC
] I ] I ] I ] I ] I ] I ] I ]
T T T T T T T T T T T T T T T

TTAATAAGCTTTGCTACTCTAAAGGAAGTTAAAAATGACGACAAAATAAGCGTCGTAGGAGGCGTAATCGACGAG

1 1 1 1 5 1 1 1 1 10 1 1 1 1 15 1 1 1 1 20
Met Arg Phe Pro Ser Ile Phe Thr Ala Val Leu Phe Ala Ala Ser Ser Ala Leu Ala Ala

AOX1 promoter alpha-factor secretion signal >

CAGTCAACACTACAACAGAAGATGAAACGGCACAAATTCCGGCTGAAGCTGTCATCGGTTACTCAGATTTAGAAG
I l I l I l I l I l I l I l I
t } t } t } t } t } t } t } t

GTCAGTTGTGATGTTGTCTTCTACTTTGCCGTGTTTAAGGCCGACTTCGACAGTAGCCAATGAGTCTAAATCTTC

1 1 1 1 25 1 1 1 ! 30 | 1 1 1 35 | 1 1 1 40 | 1 1 1 45
Pro Val Asn Thr Thr Thr Glu Asp Glu Thr Ala GIn Ile Pro Ala Glu Ala Val Ile Gly Tyr Ser Asp Leu Glu

alpha-factor secretion signal >

GGGATTTCGATGTTGCTGTTTTGCCATTTTCCAACAGCACAAATAACGGGTTATTGTTTATAAATACTACTATTG
I L I L I L I L I L I L I L
T T T T T T T t T t T + t +

CCCTAAAGCTACAACGACAAAACGGTAAAAGGTTGTCGTGTTTATTGCCCAATAACAAATATTTATGATGATAAC

1 1 1 1 50 1 1 1 1 55 1 1 1 1 60 1 1 1 1 65 1 1 1 1 70
Gly Asp Phe Asp Val Ala Val Leu Pro Phe Ser Asn Ser Thr Asn Asn Gly Leu Leu Phe Ile Asn Thr Thr Ile

alpha-factor secretion signal >

Pstl EcoRI PmiI

CCAGCATTGCTGCTAAAGAAGAAGGGGTATCTCTCGAGAAAAGAGAGGCTGAAGCTGCAGGAATTCACGTGGCCC
I l I l I l I l I l I l I l I
t } t } t } t } t } t } t } t

GGTCGTAACGACGATTTCTTCTTCCCCATAGAGAGCTCTTTTCTCTCCGACTTCGACGTCCTTAAGTGCACCGGG

1 1 1 1 75 | 1 1 1 80 | 1 1 1 85 1 1 1 1
Ala Ser Ile Ala Ala Lys Glu Glu Gly Val Ser Leu Glu Lys Arg Glu Ala Glu Ala Ala Gly Ile His Val Ala

alpha-factor secretion signal »

Kpnl SacII‘ ‘NotI XbaIl

AGCCGGCCGTCTCGGATCGGTACCTCGAGCCGCGGCGGCCGCCAGCTTTCTAGAACAAAAACTCATCTCAGAAGA
] I ] I ] I ] I ] I ] I ] I ]

T T T T T T T T T T T T T T T
TCGGCCGGCAGAGCCTAGCCATGGAGCTCGGCGCCGCCGGCGGTCGAAAGATCTTGTTTTTGAGTAGAGTCTTCT
1 ! ! ! 5 ! ! !

Glu GIn Lys Leu Ile Ser Glu Glu

Myc

GIn Pro Ala Val Ser Asp Arg Tyr Leu Glu Pro Arg Arg Pro Pro Ala Phe
----------------------- (in frame with alpha-factor secretion signal) ---------------------»
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GGATCTGAATAGCGCCGTCGACCATCATCATCATCATCATTGAGTTTGTAGCCTTAGACATGACTGTTCCTCAGT
t f t f t f t f t f t f t f t 1425
CCTAGACTTATCGCGGCAGCTGGTAGTAGTAGTAGTAGTAACTCAAACATCGGAATCTGTACTGACAAGGAGTCA
10 1 1 1 1 5 1
Asp Leu Asn Ser Ala Val Asp His His His His His His
---------------------------- > 6xHis
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