pFBOH-SBP-TEV-LIC Vector

(SGC 36-B5)
Source Constructed by Yanjun Li
Company Structural Genomics Consortium, Toronto
Description The pFBOH-SBP-TEV-LIC vector is a derivative of pET28-SBP-

TEV-LIC (Yanjun LI, SGC) and pFBOH-LIC vector (Peter
Loppnau, SGC). It is a donor vector for generation of
recombinant baculovirus by site-specific transposition in E. coli
host. For use in Baculovirus expression system in insect cells.
This vector adds N-terminal fusion tags containing a 6 x His tag,
SBP tag and TEV cleavage site. Two stop codons are included in
the vector at the C-terminal cloning site.

Antibiotic resistance

Ampicillin (plasmid resistance in E. coli)
Gentamicin (bacmid resistance in DH10Bac E. coli)

Promoter

Polyhedrin

Cloning Methods

Insertion of a DNA sequence into the cloning/expression region is
performed using Clontech’s In-fusion enzyme-mediated
directional recombination between complementary 15 nucleotide
DNA sequences at the ends of the insert (PCR product) and

BseRlI linearized vector. Insertion of a target sequence involves
replacement of a SacB gene stuffer sequence, which provides for
negative selection of the original plasmid on 5% sucrose.

N — terminal fusion sequence

MHHHHHHEFMDEKTTGWRGGHVVEGLAGELEQLR-
ARLEHHPQGQREPSSGRENLYFQG

5’ primer tail for
amplification of insert

5> TTGTATTTCCAGGGC --- 3

3’ primer tail for
amplification of insert

5 CAAGCTTCGTCATCA ---3

5’ sequencing primer
pFBOH-fwd

5" CCGGATTATTCATACCGTCCCACCA 3’

3’ sequencing primer
pFBOH-rev

5" CTGATTATGATCCTCTAGTACTTCT 3’




pFBOH-SBP-TEV-LIC sequence (6886 bp):
gacgcgccctgtagcggegeattaagegeggegggtgtggtggttacgegeagegtgaccgetacacttgecagegecctagegeeegcet
cctttcgctttetteecttectttctcgecacgttcgecggcettteccccgtcaagetctaaatcgggggctecctttagggttccgatttagtgcttta
cggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggecatcgecctgatagacggtttttcgecctttgacgttggagt
ccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgccgatttcgg
cctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggceacttttcggggaaat
gtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgetcatgagacaataaccctgataaatgcttcaataatattgaaaa
aggaagagtatgagtattcaacatttccgtgtcgeccttatteecttttttgeggeattttgecttectgtttttgctcacccagaaacgetggtgaaa
gtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgececgaa
gaacgttttccaatgatgagcacttttaaagttctgctatgtggcgeggtattatccegtattgacgecgggeaagagcaactcggtegecgeat
acactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgec
ataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggat
catgtaactcgccttgatcgttgggaaccggagctgaatgaagecataccaaacgacgagegtgacaccacgatgectgtagcaatggcaa
caacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggeggataaagttgcaggac
cacttctgcgctcggceccttceggetggetggtttattgctgataaatctggagecggtgagegtgggtetcgeggtatcattgcageactggg
gccagatggtaagecctcecgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgetgagata
ggtgcctcactgattaagcattggtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctagg
tgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagecgtcagaccecegtagaaaagatcaaaggatctt
cttgagatcctttttttctgcgegtaatctgetgcettgcaaacaaaaaaaccaccgctaccageggtggtttgtttgccggatcaagagetaccaa
ctetttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtecttctagtgtagccgtagttaggccaccacttcaagaactct
gtagcaccgcctacatacctcgetctgcetaateetgttaccagtggcetgetgecagtggegataagtegtgtcttaccgggttggactcaagac
gatagttaccggataaggcgcagceggtcgggcetgaacggggggttcgtgcacacagceccagettggagegaacgacctacaccgaactg
agatacctacagcgtgagcattgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaa
caggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgecacctetgacttgagegtegattttt
gtgatgctcgtcaggggggeggagcectatggaaaaacgccagcaacgeggcctttttacggttectggecttttgetggecttttgetcacatg
ttctttcctgegttatccectgattetgtggataaccgtattaccgectttgagtgagetgataccgetcgecgcagecgaacgaccgagegea
gcgagtcagtgagcgaggaagcggaagagegcectgatgeggtattttctecttacgeatctgtgeggtatttcacaccgcagaccagecge
gtaacctggcaaaatcggttacggttgagtaataaatggatgccctgegtaagecgggtgtgggeggacaataaagtcttaaactgaacaaaat
agatctaaactatgacaataaagtcttaaactagacagaatagttgtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttg
ttatggctaaagcaaactcttcattttctgaagtgcaaattgcccgtegtattaaagaggggcegtggecaagggceatggtaaagactatattcge
ggcgttgtgacaatttaccgaacaactccgeggecgggaagecgatctcggettgaacgaattgttaggtggeggtacttgggtcgatatcaa
agtgcatcacttcttcccgtatgcccaactttgtatagagagccactgcgggatcgtcaccgtaatctgettgcacgtagatcacataagcacca
agcgcgttggcctcatgcettgagcagattgatgagcgeggtggceaatgecctgectceggtgetcgecggagactgcgagatcatagatata
gatctcactacgcggctgctcaaacctgggcagaacgtaagccgcgagagegcecaacaaccgcttcttggtcgaaggcagcaagegegat
gaatgtcttactacggagcaagttcccgaggtaatcggagtccggcetgatgttgggagtaggtggetacgtctccgaactcacgaccgaaaa
gatcaagagcagcccgcatggatttgacttggtcagggcecgagectacatgtgcgaatgatgeccatacttgagecacctaactttgttttagg
gcgactgccctgcetgegtaacatcgttgetgetgegtaacatcgttgetgctccataacatcaaacatcgacccacggegtaacgegcettget
gcttggatgcccgaggcatagactgtacaaaaaaacagtcataacaagccatgaaaaccgecactgegecgttaccaccgetgegtteggt
caaggttctggaccagttgcgtgagcgeatacgctacttgcattacagtttacgaaccgaacaggcttatgtcaactgggttcgtgecttcatce
gtttccacggtgtgcgtcacccggceaaccttgggeagcagegaagtcgaggceatttetgtectggetggegaacgagegcaaggtttcggte
tccacgcatcgtcaggcattggeggcecttgetgttettctacggcaaggtgetgtgcacggatctgecctggettcaggagatcggaagacct
cggecegtegeggegcettgecggtggtgetgacceecggatgaagtggttegeatcecteggttttctggaaggegageategtttgttcgecca
ggactctagctatagttctagtggttggctacgtatactccggaatattaatagatcatggagataattaaaatgataaccatctcgcaaataaata
agtattttactgttttcgtaacagttttgtaataaaaaaacctataaatattccggattattcataccgtcccaccatcgggegeggatctcggtecg
aaaccatgcatcatcaccatcaccatgaattcatggacgaaaaaaccaccggttggcgtggtggtcacgttgttgaaggtctggetggtgaac
tggaacagctgegtgctcgtctggaacaccacccgcagggtcagegtgaaccgagcagecggcagagaaaacttgtatttccagggcecatat
gagttctcctcctgaaagatccataacttcgtatagcatacattatacgaagttatgcggecgegacgtccacatatacctgecgttcactattatt
tagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaa
agaaacagatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagaccagttgcaatcc
aaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgegggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaa



gtgtatactttggcgtcaccecttacatattttaggtctttttttattgtgcgtaactaacttgccatcttcaaacaggagggcetggaagaagcagac
cgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaacctttactaccgeactge
tggcaggaggcgcaactcaagegtttgcgaaagaaacgaaccaaaagecatataaggaaacatacggcatttcccatattacacgecatga
tatgctgcaaatccctgaacagcaaaaaaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggect
ggacgtttgggacagctggccattacaaaacgctgacggeactgtcgeaaactatcacggetaccacategtctttgeattagecggagatee
taaaaatgcggatgacacatcgatttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgetggecgegtctttaaa
gacagcgacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagecacatttacatctgacggaaaaatc
cgtttattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtatcagcatcagacagcetctttgaac
atcaacggtgtagaggattataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagct
caggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaactgaagat
ggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaageg
ataaaaaacgcacggctgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgetg
attgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgactcccgeggatca
aaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaactg
gccttgtgttgaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcgetgtacctcaagcgaaaggaaacaatgtegtgattac
aagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgcttagcttcctgctgaacatcaaaggcaagaaaacatctgtt
gtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggeattgacgtcagg
tggcacttttcgaggagatcatgcacatgatgacgaagcettgtcgagaagtactagaggatcataatcagecataccacatttgtagaggtttta
cttgctttaaaaaacctcccacacctceccctgaacctgaaacataaaatgaatgceaattgttgttgttaacttgtttattgcagcttataatggttac
aaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtct
ggatctgatcactgatatcgcctaggagatccgaaccagataagtgaaatctagttccaaactattttgtcatttttaattttcgtattagettacgac
gctacacccagttcccatctattttgtcactcttcectaaataatccttaaaaactccatttccaccecteecagttcccaactattttgtcegeccac
agcggggcatttttcttcctgttatgtttttaatcaaacatcctgccaactccatgtgacaaaccgtcatcttcggetactttttctctgtcacagaat
gaaaatttttctgtcatctcttcgttattaatgtttgtaattgactgaatatcaacgcttatttgcagcectgaatggegaatgg



