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GATTATTGGA AACCACCAGA ATCGAATATA AAAGGCGAAC ACCTTTCCCA ATTTTGGITT
pPGAP forward priming site

CTCCTGACCC AAAGACTTTA AATTTAATTT ATTTGTCCCT ATTTCAATCA ATTGAACAAC

[
TATTTCGAAA CG ATG AGA TTT CCT TCA ATT TTT ACT GCT GIT TTA TTC GCA
Met Arg Phe Pro Ser Ile Phe Thr Ala Val Leu Phe Al a

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

a-factor signal sequence

GCA CAA ATT CCG GCT GAA GCT GIC ATC GGT TAC TCA GAT TTA GAA GGG GAT
Ala @nlle Pro Ala Qu Ala Val Ile Ay Tyr Ser Asp Leu Gu Ay Asp

TTC GAT GIT GCT GIT TTG CCA TTT TCC AAC AGC ACA AAT AAC GGG TTA TTG
Phe Asp Val Ala Val Leu Pro Phe Ser Asn Ser Thr Asn Asn Gy Leu Leu

TTT ATA AAT ACT ACT ATT GCC AGC ATT GCT GCT AAA GAA GAA GGG GTA TCT
Phe Ile Asn Thr Thr Ile Ala Ser Ile Ala Ala Lys u Au dy Val Ser

Xho I* Kex2 signal cleavage Clal EcoRI Pml | Sfil

TC GAG AAG AGAGAG GCT GAA GAATTCACGT GBOCCAGCCG GOCGTCT
Leu Qu Lys Arg Gu AlapjGu Alay
Stel3 signal cleavage
Asp7181 Kpn | Xho | Sac Il Not | Xba | myc epitope
CGGATCGGTA CCTCGAGOCG CGROGGCCGC CAGCTTTCTA ‘GAA CAA AAA CTC ATC TCA
Qu dn Lys Leu lle Ser
polyhistidine tag

\ { \
GAA GAG GAT CTG AAT AGC GCC GIC GAC CAT CAT CAT CAT CAT CAT TGA GITT
GQu GQu Asp Leu Asn Ser Ala Val Asp His His Hs His His His ***

TAGCCTTAGA CATGACTGIT CCTCAGITCA AGITGGEGCAC TTACGAGAAG ACCGGICTTG
3" AOX1 priming site
CTAGATTCTA ATCAAGALGGA TGICAGAATG CCATTTG(&CT GAGAGATGCA GCCTTCATTT

TTGATACTTT TTTATTTGITA ACCTATATAG TATAGGATTT TTTTTGICAT TTTGITTCTT

*The Xho | site upstream of the Kex2 cleavage site is used to clone the gene of interest flush with the Kex2
cleavage site (see page 14).



