5

3

pPICZalphaA
3616 bp

EcoRI (1208)
PmII (1215)
KpnI (1245)
SacII (1255)
NotI (1258)

Xbal (1271)

AGATCTAACATCCAAAGACGAAAGGTTGAATGAAACCTTTTTGCCATCCGACATCCACAGGTCCATTCTCACACA
I | I | I | I | I | I | I | I

TCTAGATTGTAGGTTTCTGCTTTCCAACTTACTTTGGAAAAACGGTAGGCTGTAGGTGTCCAGGTAAGAGTGTGT

AOX1 promoter

TAAGTGCCAAACGCAACAGGAGGGGATACACTAGCAGCAGACCGTTGCAAACGCAGGACCTCCACTCCTCTTCTC
] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

T T T T T T T T T T T t T T T
ATTCACGGTTTGCGTTGTCCTCCCCTATGTGATCGTCGTCTGGCAACGTTTGCGTCCTGGAGGTGAGGAGAAGAG

AOX1 promoter

CTCAACACCCACTTTTGCCATCGAAAAACCAGCCCAGTTATTGGGCTTGATTGGAGCTCGCTCATTCCAATTCCT
I | I | I | I | I | I | I | I

GAGTTGTGGGTGAAAACGGTAGCTTTTTGGTCGGGTCAATAACCCGAACTAACCTCGAGCGAGTAAGGTTAAGGA

AOX1 promoter

TCTATTAGGCTACTAACACCATGACTTTATTAGCCTGTCTATCCTGGCCCCCCTGGCGAGGTTCATGTTTGTTTA
] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

AGATAATCCGATGATTGTGGTACTGAAATAATCGGACAGATAGGACCGGGGGGACCGCTCCAAGTACAAACAAAT

AOX1 promoter

TTTCCGAATGCAACAAGCTCCGCATTACACCCGAACATCACTCCAGATGAGGGCTTTCTGAGTGTGGGGTCAAAT
I | I | I | I | I | I | I | I

AAAGGCTTACGTTGTTCGAGGCGTAATGTGGGCTTGTAGTGAGGTCTACTCCCGAAAGACTCACACCCCAGTTTA

AOX1 promoter

AGTTTCATGTTCCCCAAATGGCCCAAAACTGACAGTTTAAACGCTGTCTTGGAACCTAATATGACAAAAGCGTGA
] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

TCAAAGTACAAGGGGTTTACCGGGTTTTGACTGTCAAATTTGCGACAGAACCTTGGATTATACTGTTTTCGCACT

AOX1 promoter

TCTCATCCAAGATGAACTAAGTTTGGTTCGTTGAAATGCTAACGGCCAGTTGGTCAAAAAGAAACTTCCAAAAGT
I | I | I | I | I | I | I | I

AGAGTAGGTTCTACTTGATTCAAACCAAGCAACTTTACGATTGCCGGTCAACCAGTTTTTCTTTGAAGGTTTTCA

AOX1 promoter

>

>

>

>

>

>

>

75

225

300

375

450

525



CGGCATACCGTTTGTCTTGTTTGGTATTGATTGACGAATGCTCAAAAATAATCTCATTAATGCTTAGCGCAGTCT
l 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 T T

GCCGTATGGCAAACAGAACAAACCATAACTAACTGCTTACGAGTTTTTATTAGAGTAATTACGAATCGCGTCAGA
AOX1 promoter >

CTCTATCGCTTCTGAACCCCGGTGCACCTGTGCCGAAACGCAAATGGGGAAACACCCGCTTTTTGGATGATTATG
I ] I ] I ] I ] I ] I ] I ] I

T T T T T T T T T T T T T T T
GAGATAGCGAAGACTTGGGGCCACGTGGACACGGCTTTGCGTTTACCCCTTTGTGGGCGAAAAACCTACTAATAC
AOX1 promoter >

CATTGTCTCCACATTGTATGCTTCCAAGATTCTGGTGGGAATACTGCTGATAGCCTAACGTTCATGATCAAAATT
l 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 T T

GTAACAGAGGTGTAACATACGAAGGTTCTAAGACCACCCTTATGACGACTATCGGATTGCAAGTACTAGTTTTAA
AOX1 promoter >

TAACTGTTCTAACCCCTACTTGACAGCAATATATAAACAGAAGGAAGCTGCCCTGTCTTAAACCTTTTTTTTTAT
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

ATTGACAAGATTGGGGATGAACTGTCGTTATATATTTGTCTTCCTTCGACGGGACAGAATTTGGAAAAAAAAATA
AOX1 promoter >

CATCATTATTAGCTTACTTTCATAATTGCGACTGGTTCCAATTGACAAGCTTTTGATTTTAACGACTTTTAACGA
l 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 T T

GTAGTAATAATCGAATGAAAGTATTAACGCTGACCAAGGTTAACTGTTCGAAAACTAAAATTGCTGAAAATTGCT
AOX1 promoter >

CAACTTGAGAAGATCAAAAAACAACTAATTATTCGAAACGATGAGATTTCCTTCAATTTTTACTGCTGTTTTATT
I ] I ] I ] I ] I ] I ] I ] I
t , t t + T + T t T t T t T T

GTTGAACTCTTCTAGTTTTTTGTTGATTAATAAGCTTTGCTACTCTAAAGGAAGTTAAAAATGACGACAAAATAA

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

AOX1 promoter alpha-factor secretion signal >

CGCAGCATCCTCCGCATTAGCTGCTCCAGTCAACACTACAACAGAAGATGAAACGGCACAAATTCCGGCTGAAGC
l 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 T T

GCGTCGTAGGAGGCGTAATCGACGAGGTCAGTTGTGATGTTGTCTTCTACTTTGCCGTGTTTAAGGCCGACTTCG

1 1 15 1 1 1 1 20 1 1 1 1 25 1 1 1 1 30 1 1 1 1 35 1 1
Ala Ala Ser Ser Ala Leu Ala Ala Pro Val Asn Thr Thr Thr Glu Asp Glu Thr Ala GIn Ile Pro Ala Glu Ala

alpha-factor secretion signal >

TGTCATCGGTTACTCAGATTTAGAAGGGGATTTCGATGTTGCTGTTTTGCCATTTTCCAACAGCACAAATAACGG
I ] I ] I ] I ] I ] I ] I ] I
+ , + , + , + t + T t T t T t

ACAGTAGCCAATGAGTCTAAATCTTCCCCTAAAGCTACAACGACAAAACGGTAAAAGGTTGTCGTGTTTATTGCC

1 1 40 1 1 1 1 45 1 1 1 1 50 1 1 1 1 55 1 1 1 1 60 1 1
Val Ile Gly Tyr Ser Asp Leu Glu Gly Asp Phe Asp Val Ala Val Leu Pro Phe Ser Asn Ser Thr Asn Asn Gly

alpha-factor secretion signal

GTTATTGTTTATAAATACTACTATTGCCAGCATTGCTGCTAAAGAAGAAGGGGTATCTCTCGAGAAAAGAGAGGC
I : I : I : I : I : I : I : I
T t T t T t T t T t T t t + |

CAATAACAAATATTTATGATGATAACGGTCGTAACGACGATTTCTTCTTCCCCATAGAGAGCTCTTTTCTCTCCG

1 1 65 1 1 1 1 70 1 1 1 1 75 1 1 1 1 80 1 1 1 1 85 1 1
Leu Leu Phe Ile Asn Thr Thr Ile Ala Ser Ile Ala Ala Lys Glu Glu Gly Val Ser Leu Glu Lys Arg Glu Ala

alpha-factor secretion signal >
EcoRI PmiI Kpnl SacIl NotI Xbal

TGAAGCTGAATTCACGTGGCCCAGCCGGCCGTCTCGGATCGGTACCTCGAGCCGCGGCGGCCGCCAGCTTTCTAG
I ] I ] I ] I ] I ] I ] I ] I

T T T T T T T T T T T T T T T
ACTTCGACTTAAGTGCACCGGGTCGGCCGGCAGAGCCTAGCCATGGAGCTCGGCGCCGCCGGCGGTCGAAAGATC

|

Myc

_— 1
Glu Ala Glu Phe Thr Trp Pro Ser Arg Pro Ser Arg Ile Gly Thr Ser Ser Arg Gly Gly Arg GIn Leu Ser Arg
------------------------------------- (in frame with alpha-factor secretion signal) = -----=-===-=-=s--m-msommomcooooeoaop
alpha-factor secretion signal

AACAAAAACTCATCTCAGAAGAGGATCTGAATAGCGCCGTCGACCATCATCATCATCATCATTGAGTTTGTAGCC
l 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 T T

TTGTTTTTGAGTAGAGTCTTCTCCTAGACTTATCGCGGCAGCTGGTAGTAGTAGTAGTAGTAACTCAAACATCGG

1 1 1 1 5 1 1 1 1 10 1 1 1 1 5 1
Glu GIn Lys Leu Ile Ser Glu Glu Asp Leu Asn Ser Ala Val Asp His His His His His His

o S - I

Thr Lys Thr His Leu Arg Arg Gly Ser Glu
---- (in frame with alpha-factor secretion signal) --»

MCs

600

675

825

900

975

1050

1125

1200

1275

1350
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