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JEoRE 44 B pPICZalpha A; pPICZa A
5% AN 3593 bp
by e il Pichia pastoris (HeifvEEREE HRIERE)
Ptk Zeocin (ZeoR)
Tk KF (=]
BT AOX1
Fe s 1tk fasE
R g
5" AOX1:5-GACTGGTTCCAATTGACAAGC-3°
W54
37 AOX1:5"-GCAAATGGCATTCTGACATCC-3°

SR T R4 W PG P U

pPICZalpha A Jik: DNA 60908-5540 2 ng

158 F F- 4 1 4

g%@ﬁ}ﬁ 5”end of AOX7 mRNA 5" AOX1 priming site

| I
811 AACCTTTTTT TTTATCATCA TTATTAGCTT ACTTTCATAA TTGCGACTGG TTCCAATTGA

- 1
871 CAAGCTTTTG ATTTTAACGA CTTTTAACGA CAACTTGAGA AGATCAAAAA ACAACTAATT

T
931 ATTCGAAACG ATG AGA TTT CCT TCA ATT TTT ACT GCT GTT TTA TTC GCA GCA
Met Arg Phe Pro Ser Ile Phe Thr Ala Val Leu Phe Ala Ala

983 TCC TCC GCA TTA GCT GCT CCA GTC AAC ACT ACA ACA GAA GAT GAA ACG GCA
Ser Ser Ala Leu Ala Ala Pro Val Asn Thr Thr Thr Glu Asp Glu Thr Ala

a-factor signal sequence

1034 CAA ATT CCG GCT GAA GCT GTC ATC GGT TAC TCA GAT TTA GAA GGG GAT TTC
Gln Ile Pro Ala Glu Ala Val Ile Gly Tyr Ser Asp Leu Glu Gly Asp Phe

1085 GAT GTT GCT GTT TTG CCA TTT TCC AAC AGC ACA AAT AAC GGG TTA TTG TTT
Asp Val Ala Val Leu Pro Phe Ser Asn Ser Thr Asn Asn Gly Leu Leu Phe

Xho I
i

T
1136 ATA AAT ACT ACT ATT GCC AGC ATT GCT GCT AAA GAA GAA GGG GTA TCT CTC
Ile Asn Thr Thr Ile Ala Ser Ile Ala Ala Lys Glu Glu Gly Val Ser Leu

Kex2 signal cleavage EcoR|  Pmil Sl BsmB | Asp718 |
1187 GAG AAA AGA GAG GCT GAA GC@ lGAATTCAC GTGGCCCAG CCGGCCGTC TCGGATCGIGT
Glu Lys Arg Glu AlajGlu Alaj
Ste13 signal cleavage
Kprll I'_)‘(hol SacI 1l l\llotl Xl;‘ral ¢c-myc epitope
1244 ACCTCGAGCC GCGGCGGCC GCCAGCTTTC TA GAA CAA AAA CTC ATC TCA GAA GAG
Glu Gln Lys Leu Ile 8Ser Glu Glu
polyhistidine tag
1 [ 1
1299 GAT CTG AAT AGC GCC GTC GAC CAT CAT CAT CAT CAT CAT TGA GTTTGTAGCC
BAgp Let Ash Ser Aly Vel Asp His H1iE His His His Hig »w*

1351 TTAGACATGA CTGTTCCTCA GTTCAAGTTG GGCACTTACG AGAAGACCGG TCTTGCTAGA
3" AOX1 priming site
[ 1
1411 TTCTAATCAA GAGGATGTCA GAATGCCATT TGCCTGAGAG ATGCAGGCTT CATTTTTGAT

3’ polyadenylation site

|
1471 ACTTTTTTAT TTGTAACCTA TATAGTATAG GATTTTTTTT GTCATTTTGT TTCTTCTCGT
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FARDIRE W57 5e ke T M5 THAS

JROhE B

(1) BglIx Alel - MsII (75)

Bmrl (178)
“ _PfIMI (150)
__~ Eco53kI (206)

——— BanlII - Sacl (208)

Dral - Pmel (413)

(3280) AlWNI

(3037) BssSI.
_BIpI (588)

_~NsiI (677)
(2864) Pl:iI-.__,___ _— BstXI - XcmI (708)
Mfel (354)
/ HindIII (872)

* BstBI (933)
7
" BstAPT (993)

" Aanl - Psil (1136)
= ; /' BsrDI (1153)
(2601) EcoRV : o
(2567) Stul* ——= | . hol (1184)
(2553) SanDI 3 / /”EcoRI (1208)
(2516) Dralll ~'BsaAl - PmlI (1215)

~Sfil (1225)
(2433) Fsel BsmBI (1236)
(2326) SexAI*

~ Acc651 (1241)
(2277) SgrAI

KpnI (1245)
(2253) Smal —

(2775) Mlul
(2768) BsrGI —

pPICZa A

. PspXI - ¥hol (1248)
. SacIl (1255)
5 | \ NotI (1258)
| ' XbaI (1271)
| Sall (1314)
| AccI (1315)

i Agel (1398)
BsiWI (1523)

(2209) AatIl
(2207) Zral
(2199) BssHII - MauBI
(2166) Mscl
(2161) MNcol - StyI

FERIBX

(1738) BtgZI B-ame‘?st;?(Jlss2J
FHR L& K Ji (bp) =il

AOX1 promoter 2-940 939 )=tima

a-factor secretion signal 941-1207 267 Yhg X
MCS 1208-1276 69 misc_feature

Myc 1275-1304 30 A X

6 X His 1320-1337 18 Shg X

AOX1 terminator 1417-1663 247 KiE+

TEF1 promoter 1703-2089 387 Bah+

EM7 promoter 2097-2144 48 )=tima

BleoR 2163-2537 375 A X

CYC1 terminator 2603-2850 248 &KL+

ori 2925-3513 589 H G X




JRRLFF 5

1 agatctaaca

61

121

1021
1081
1141
1201
1261
1321

1381

gtccattctc
tgcaaacgca
agcccagtta
acaccatgac
tttccgaatg
agtgtggggt
gtcttggaac
ttgaaatgct
cttgtttggt
ctctatcgct
ttttggatga
gctgatagcc
atataaacag
actttcataa
caacttgaga
tactgctgtt
agatgaaacg
tttcgatgtt
tactactatt
tgaagctgaa
ccgccagcett
atcatcatca

ggcacttacg
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tccaaagacg
acacataagt
ggacctccac
ttgggcttga
tttattagcce
caacaagctc
caaatagttt
ctaatatgac
aacggccagt
attgattgac
tctgaacccce
ttatgcattg
taacgttcat
aaggaagctg
ttgcgactgg
agatcaaaaa
ttattcgcag
gcacaaattc
gctgttttgce
gccagcattg
ttcacgtggce
tctagaacaa
tcatcattga

agaagaccgg

aaaggttgaa tgaaaccttt ttgccatccg

gccaaacgca
tcctettete
ttggagctcg
tgtctatcct
cgcattacac
catgttcccc
aaaagcgtga
tggtcaaaaa
gaatgctcaa
ggtgcacctg
tctccacatt
gatcaaaatt
ccctgtctta
ttccaattga
acaactaatt
catcctccgce
cggctgaagc
cattttccaa
ctgctaaaga
ccagccggcce
aaactcatct
gtttgtagcc

tcttgctaga

acaggagggg

ctcaacaccc
ctcattccaa
ggccccectg
ccgaacatca
aaatggccca
tctcatccaa
gaaacttcca
aaataatctc
tgccgaaacg
gtatgcttcc
taactgttct
aacctttttt
caagcttttg
attcgaaacg
attagctgcect
tgtcatcggt
cagcacaaat
agaaggggta
gtctcggatc
cagaagagga
ttagacatga

ttctaatcaa

atacactagc
acttttgcca
ttccttectat
gcgaggttca
ctccagatga
aaactgacag
gatgaactaa
aaagtcggca
attaatgctt
caaatgggga
aagattctgg
aacccctact
tttatcatca
attttaacga
atgagatttc
ccagtcaaca
tactcagatt
aacgggttat
tctctcgaga
ggtacctcga
tctgaatagc
ctgttcctca

gaggatgtca

acatccacag
agcagaccgt
tcgaaaaacc
taggctacta
tgtttgttta
gggctttctg
tttaaacgct
gtttggttcg
taccgtttgt
agcgcagtct
aacacccgcect
tgggaatact
tgacagcaat
ttattagctt
cttttaacga
cttcaatttt
ctacaacaga
tagaagggga
tgtttataaa
aaagagaggc
gccgeggcegyg
gccgtcgacc
gttcaagttg

gaatgccatt




1441

1501

1561

1621

1681

1741

1801

1861

1921

1981

2041

2101

2161

2221

2281

2341

2401

2461

2521

2581

2641

2701

2761

2821

2881

2941

3001

3061

3121

3181

3241

3301

3361

3421

3481

3541

tgcctgagag
gatttttttt
agctgatgaa
ggtatttccc
cccccacaca
ggactccgceg
tctttcttce
gaccgccteg
tttcttgaaa
ttaataaacg
ttttttactt
acaattaatc
ccatggccaa
tcgagttctg
gtgtggtccg
acaacaccct
aggtcgtgtc
agccgtgggg
ccgaggagca
tcccecetttt
ccccccacat
atttattttt
ttttttctgt
gttttgggac
cagcaaaagg
ccccecctgacg
ctataaagat
ctgccgcectta
tgctcacgct
cacgaacccc
aacccggtaa
gcgaggtatg
agaaggacag
ggtagctctt
cagcagatta

tctgacgctc

atgcaggctt
gtcattttgt
tatcttgtgg
actcctcttce
ccatagcttc
catcgccgta
tctagggtgt
tttctttttc
tttttttttt
gtcttcaatt
cttgttcatt
atcggcatag
gttgaccagt
gaccgaccgg
ggacgacgtg
ggcctgggtg
cacgaacttc
gcgggagtte
ggactgacac
cctttgtcga
ccgctctaac
ttatagttat
acagacgcgt
gctcgaaggc
ccaggaaccg
agcatcacaa
accaggcgtt
ccggatacct
gtaggtatct
ccgttcagcc
gacacgactt
taggcggtgce
tatttggtat
gatccggcaa
cgcgcagaaa

agtggaacga

catttttgat
ttcttctegt
taggggtttyg
agagtacaga
aaaatgtttc
ccacttcaaa
cgttaattac
ttcgtcgaaa
tagttttttt
tctcaagttt
agaaagaaag
tatatcggca
gccgttceccecgg
ctcgggttct
accctgttca
tgggtgcgceg
cgggacgcct
gccctgcgeg
gtccgacggce
tatcatgtaa
cgaaaaggaa
gttagtatta
gtacgcatgt
tttaatttgc
taaaaaggcc
aaatcgacgc
tccecectgga
gtccgecttt
cagttcggtg
cgaccgctgce
atcgccactg
tacagagttc
ctgcgctctg
acaaaccacc
aaaaggatct

aaactcacgt

acttttttat
acgagcttgc
ggaaaatcat
agattaagtg
tactcctttt
acacccaagc
ccgtactaaa
aaggcaataa
ctctttcagt
cagtttcatt
catagcaatc
tagtataata
tgctcaccgce
cccgggactt
tcagcgcggt
gcctggacga
ccgggccggce
acccggccgg
ggcccacggg
ttagttatgt
ggagttagac
agaacgttat
aacattatac
aagctggaga
gcgttgetgg
tcaagtcaga
agctccctcg
ctcccttegg
taggtcgttc
gccttatcceg
gcagcagcca
ttgaagtggt
ctgaagccag
gctggtagcg
caagaagatc

taagggattt

ttgtaaccta
tcctgatcag
tcgagtttga
agaccttcgt
ttactcttcc
acagcatact
ggtttggaaa
aaatttttat
gacctccatt
tttcttgttc
taatctaagg
cgacaaggtg
gcgcgacgtc
cgtggaggac
ccaggaccag
gctgtacgcecc
catgaccgag
caactgcgtg
tcccaggcect
cacgcttaca
aacctgaagt
ttatatttca
tgaaaacctt
ccaacatgtg
cgtttttcca
ggtggcgaaa
tgcgctctcce
gaagcgtgge
gctccaagct
gtaactatcg
ctggtaacag
ggcctaacta
ttaccttcgg
gtggtttttt
ctttgatctt

tggtcatgag

tatagtatag
cctatctcgce
tgtttttctt
ttgtgcggat
agattttctc
aaattttccc
agaaaaaaga
cacgtttctt
gatatttaag
tattacaact
ggcggtgttg
aggaactaaa
gccggagegyg
gacttcgccg
gtggtgccgg
gagtggtcgg
atcggcgagc
cacttcgtgg
cggagatccg
ttcacgccct
ctaggtccct
aatttttctt
gcttgagaag
agcaaaaggc
taggctccgce
cccgacagga
tgttccgacc
gctttctcaa
gggctgtgtg
tcttgagtcc
gattagcaga
cggctacact
aaaaagagtt
tgtttgcaag
ttctacgggg

atc
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