pPFHMSPN-SBP-TEV-LIC

(SGC 36-B6)
Source Constructed by Yanjun Li
Company Structural Genomics Consortium, Toronto
Description The pFHMSPN-SBP-TEV-LIC vector is a donor vector for use in

the Bac-to-Bac Baculovirus Expression System for expressing
proteins in insect cells, and it is derived from vectors pFHMSP-LIC-
N (Alma Seitova, SGC) and pET28-SBP-TEV-LIC (Yanjun Li,
SGC). pFHMSPN-SBP-TEV-LIC vector has a polyhedron promoter
that drives the expression of proteins targeted for secretion with the
addition of an N-terminal Honeybee melittin signal followed by His
tag, SBP and TEV cleavage site.

Antibiotic resistance

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

Promoter

Polyhedrin Promoter

Cloning Method

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 BseR |
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
Honeybee melittin
signal, 6x His tag,
SBP and TEV

MKFLVNVALVFMVVYISY1YAAAPEHHHHHH-
EFMDEKTTGWRGGHVVEGLAGELEQLRARL-
EHHPQGQREPSSGR-ENLYFQG

Termination codons

TGATGA included in 3° PCR primer

5’ primer for
amplification of
insert

5’ TTGTATTTCCAGGGC --3°

3’ primer for
amplification of
insert

5" CAAGCTTCGTCATCA---3’

5’ sequencing primer
pFHMSP-Frd

5" CCGGATTATTCATACCGTCCCACCA 3’

3’ sequencing primer
pFHMSP-Rev

5> CTGATTATGATCCTCTAGTACTTCT 3°




Sequencing of pPFHMSPN-SBP-TEV-LIC: (6958 bp)
gacgcgccctgtagecggcegcattaagegeggegggtgtggtggttacgegeagegtgaccgctacacttgeccagegecectag
cgccecgctectttegcetttetteccttectttctegecacgttcgecggctttccecgtcaagetctaaatcgggggcetecctttaggg
ttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggcecatcgecctgatagac
ggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatcteggtcta
ttcttttgatttataagggattttgccgatttcggectattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaa
atattaacgtttacaatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgta
tccgctcatgagacaataaccctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttcegtgtcgecctt
attcccttttttgcggcattttgecttectgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtge
acgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagca
cttttaaagttctgctatgtggcgceggtattatccegtattgacgccgggcaagagcaactcggtegecgcatacactattctcaga
atgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataacc
atgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggg
gatcatgtaactcgccttgatcgttgggaaccggagcetgaatgaagccataccaaacgacgagcgtgacaccacgatgectgta
gcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggagg
cggataaagttgcaggaccacttctgcgcetcggeccttccggetggetggtttattgetgataaatctggagecggtgagegtgg
gtctcgeggtatcattgcagcactggggccagatggtaagecectecegtatcgtagttatctacacgacggggagtcaggceaact
atggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactcatatata
ctttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatcecttaacgtga
gttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcttgagatcctttttttctgegegtaatctgcetgettge
aaacaaaaaaaccaccgctaccagcggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcettcage
agagcgcagataccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcectacatacct
cgctctgctaatcctgttaccagtggcetgetgecagtggegataagtegtgtettaccgggttggactcaagacgatagttaccgg
ataaggcgcagcggtcgggctgaacggggggttcgtgcacacageccagcettggagcgaacgacctacaccgaactgagat
acctacagcgtgagcattgagaaagcgcecacgcttcccgaagggagaaaggcggacaggtatccggtaageggeagggteg
gaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgecacctcetgacttg
agcgtcgatttttgtgatgctcgtcaggggggcggagectatggaaaaacgccagcaacgceggcctttttacggttcctggecttt
tgctggccttttgctcacatgttctttcctgegttatccectgattetgtggataaccgtattaccgectttgagtgagetgatacegcete
gccgceagccgaacgaccgagegcagcgagtcagtgagcgaggaagcggaagagegectgatgeggtattttctecttacgea
tctgtgcggtatttcacaccgcagaccagcecgcegtaacctggcaaaatcggttacggttgagtaataaatggatgecctgegtaa
gcggotgtgggcggacaataaagtcttaaactgaacaaaatagatctaaactatgacaataaagtcttaaactagacagaatagtt
gtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttgttatggctaaagcaaactcttcattttctgaagtgcaa
attgcccgtcgtattaaagaggggcgtggccaagggceatggtaaagactatattcgecggegttgtgacaatttaccgaacaactc
cgcggecgggaagecgatcteggettgaacgaattgttaggtggeggtacttgggtcgatatcaaagtgceatcacttcttceegta
tgcccaactttgtatagagagccactgcgggatcgtcaccgtaatctgcttgcacgtagatcacataagcaccaagegegttgge
ctcatgcttgagcagattgatgagcgeggtggcaatgecctgectceggtgetegecggagactgcgagatcatagatatagat
ctcactacgcggctgctcaaacctgggcagaacgtaagccgcgagagegecaacaaccgcettettggtcgaaggcagcaage
gcgatgaatgtcttactacggagcaagttcccgaggtaatcggagtceggetgatgttgggagtaggtggetacgtetccgaact
cacgaccgaaaagatcaagagcagcccgcatggatttgacttggtcagggcecgagectacatgtgcgaatgatgeccatacttg
agccacctaactttgttttagggcgactgcecctgcetgegtaacatcegttgetgetgegtaacategttgetgctccataacatcaaac
atcgacccacggcgtaacgcgcttgetgcettggatgcccgaggceatagactgtacaaaaaaacagtcataacaagccatgaaa
accgccactgcgccegttaccaccgetgegttcggtcaaggttctggaccagttgegtgagegceatacgetacttgceattacagttt
acgaaccgaacaggcttatgtcaactgggttcgtgccttcatcegtttccacggtgtgegtcacccggceaaccttgggceageage



gaagtcgaggcatttctgtcctggctggcgaacgagegcaaggtttcggtetccacgceatcgtcaggeattggeggecttgetgt
tcttctacggcaaggtgctgtgcacggatctgeectggettcaggagatcggaagacctcggeegtecgeggegettgeeggtyg
tgctgaccccggatgaagtggttcgeatecteggttttctggaaggegagceategtttgttcgeccaggactctagetatagttcta
gtggttggctacgtatactccggaatattaatagatcatggagataattaaaatgataaccatctcgcaaataaataagtattttactg
ttttcgtaacagttttgtaataaaaaaacctataaatattccggattattcataccgtcccaccatcgggegeggatctcggtcegaa
accatgaaattcttagtcaacgttgcccttgtttttatggtcgtatacatttcttacatctatgcggecgcetccggaacatcaccatcac
catcacgaattcatggacgaaaaaaccaccggttggcgtggtggteacgttgttgaaggtctggcetggtgaactggaacagcetg
cgtgctegtctggaacaccacccgcagggtcagegtgaaccgagcageggcagagaaaacttgtatttccagggcecatatgag
ttctcctcctgaaagatccataacttcgtatagcatacattatacgaagttatgcggcecgegacgtecacatatacctgecgttcact
attatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaata
cagagaatgaaaagaaacagatagattttttagttctttaggcccgtagtctgcaaatecttttatgattttctatcaaacaaaagagg
aaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgegegggtttgttactgataaagcag
gcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccecttacatattttaggtctttttttattgtgegtaactaactt
gccatcttcaaacaggagggctggaagaagcagaccgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaa
aagtttgcaaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagegtttgcgaaagaaacy
aaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaaaatg
aaaaatatcaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggectggacgtttgggacagcetggecatt
acaaaacgctgacggcactgtcgcaaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgeggatgac
acatcgatttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggecgegtctttaaagacagega
caaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatce
gtttattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtatcagcatcagacaget
ctttgaacatcaacggtgtagaggattataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatg
aaggcaactacagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttg
aagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattcttc
cgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaactgcgeteteggtatgattgagctaa
acgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaacacagtaacagatgaaattgaacgcgegaacgtcttt
aaaatgaacggcaaatggtacctgttcactgactccegeggatcaaaaatgacgattgacggcattacgtctaacgatatttacat
gcttggttatgtttctaattctttaactggeccatacaagecgctgaacaaaactggecttgtgttaaaaatggatcttgatcctaacg
atgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattacaagctatatgacaaacagaggat
tctacgcagacaaacaatcaacgtttgcgectagettcctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcat
ccttgaacaaggacaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacgtcaggtggeac
ttttcgaggagatcatgcacatgatgacgaagcttgtcgagaagtactagaggatcataatcagccataccacatttgtagaggttt
tacttgctttaaaaaacctcccacacctcccectgaacctgaaacataaaatgaatgcaattgttgttgttaacttgtttattgcagctt
ataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcat
caatgtatcttatcatgtctggatctgatcactgcttgagcctaggagatccgaaccagataagtgaaatctagttccaaactattttg
tcatttttaattttcgtattagcttacgacgctacacccagttcccatctattttgtcactcttccctaaataatccttaaaaactccatttce
acccctcecagttcecaactattttgtccgeccacageggggcatttttcttectgttatgtttttaatcaaacatcctgcecaactcecat
gtgacaaaccgtcatcttcggctactttttctctgtcacagaatgaaaatttttctgtcatctcttegttattaatgtttgtaattgactgaa
tatcaacgcttatttgcagcctgaatggegaatgg



