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pETBlue-2 sequence landmarks
lac operator 3606-3625
T7 promoter 1-17
lac operator 22-42
T7 transcription start 18
Xmn |(2338) multiple cloning region 276-467
Becg |’ (2278 (NcoI-Pacl)
gBCg; |(22£)14) HiseTag® coding sequence  437-454
Sca |(221 9) HSVeTag® coding sequence  395-430

Ssp 1(1534) lacZ start codon 491

lacZ a-peptide ORF 57491

Ahd 1(1739) E. coli promoter 541-569
f1 origin 1096-1551
bla coding sequence 1669-2526
pUC origin 3206

pETBlue-2 cloning/expression region
PETBIlueT7UP primer #30725-3 T7 promoter lac operator Xbal

TCATAACGTCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGACTTACAATTTCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTACGGGCCTCTTCGCTATTACGCCA
AGTATTGCAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGATCTGAATGTTAAAGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCATGCCCGGAGAAGCGATAATGCGGT

lacZ o-peptide ORF Dsal

pETBIueUP primer #70604-3 Bgl Il Nhe | RBS N;Ztl

GCTTGCGAACGGTGGGTGCGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGATTCTCCCAGTCACGACGTTGTAAAACGACGGCCAGCGAGAGATCTTGATTGGCTAGCAGAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATG
CGAACGCTTGCCACCCACGCGACGTTCCGCTAATTCAACCCATTGCGGTCCTAAGAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCGCTCTCTAGAACTAACCGATCGTCTTATTAAAACAAATTGAAATTCTTCCTCTATATGGTAC

lacZ a-peptide ORF
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Ala lle Ser Arg Glu Leu Val Asp Pro Asn Ser Val GIn Ala Arg Leu GIn Asp Val Asp Gly Thr Ile Asp Thr Arg Ser Lys Leu Ala Ala Ala GIn Leu Tyr Thr Arg Ala Ser GIn Pro Glu Leu Ala Pro Glu Asp Pro Glu Asp
GCGATATCCCGGGAGCTCGTGGATCCGAATTCTGTACAGGCGCGCCTGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGCCAGCCAGAACTCGCTCCTGAAGACCCAGAGGATC
CGCTATAGGGCCCTCGAGCACCTAGGCTTAAGACATGTCCGCGCGGACGTCCTGCAGCTGCCATGGTAGCTATGCGCAAGCTTCGAACGCCGGCGTGTCGACATATGTGCACGTTCGGTCGGTCTTGAGCGAGGACTTCTGGGTCTCCTAG

lacZ o-peptide ORF

Xho | His-Tag

Leu Glu His His His His His His End ﬂ
TCGAGCACCACCACCACCACCACTAATGTTAATTAAGTTGGGCGTTGTAATCATAGTCATAATCAATACTCCTGACTGCGTTAGCAATTTAACTGTGATAAACTACCGCATTAAAGCTATTCGATGATAAGCTGTCAAACATGATAATTC
AGCTCGTGGTGGTGGTGGTGGTGATTACAATTAATTCAACCCGCAACATTAGTATCAGTATTAGTTATGAGGACTGACGCAATCGTTAAATTGACACTATTTGATGGCGTAATTTCGATAAGCTACTATTCGACAGTTTGTACTATTAAG

lacZ a-peptide ORF RBS S ETBIUGDOWN primer #70603-3

E. coli promoter

HCAII gene sequence

5 CATGGCCCATCACTGGGGGTACGGCA ... restofhca2... CAGGCAAATCAAAGCTTCCTTCAAATAA 3’
START STOP




