Vector information sheet

Dated: 8" May 2013

Vector Name pFB-Sec-NH
Source Grazyna Kochan
Sequence accession/link (SGC)

Description

Baculovirus transfer vector with gp64 signal sequence and Hisg
tag in 44-aa N-terminal fusion peptide, with TEV protease
cleavage site. Includes sites for LIC cloning, and a “stuffer”
fragment that includes the SacB gene, allowing negative
selection of transformed bacteria on 5% sucrose

Antibiotic resistance

Ampicillin, 100 pg/ml

Promoter

Polyhedrin

Cloning

LIC (vector treated with BseRl, then with T4 DNA polymerase in
presence of dGTP)

Initiation codon

Supplied in PCR primer

N-terminal fusion —
seq.

MVSAIVLYVLLAAAAHSAFAAAMGHHHHHHSSGVDLGTENLYFQ*SM
(* - TEV cleavage site)

N-terminal fusion —
MW

5012 Da including Met (4682.9 Da removed by TEV cleavage)

Termination codons

supplied in PCR primer

Protease cleavage

TEV

Additional features

Tn7 sequences for in vivo recombination into bacmid DNA in DH10Bac
(using Invitrogen’s Bac-to-bac system).

Preferred host

Initial transformation into any cloning strain, then transform purified
plasmid into DH10Bac to generate recombinant bacmid DNA

5’ sequencing
primer

FBAC1: TATTCATACCGTCCCACCA

3’ sequencing
primer

FBAC2: GGGAGGTTTTTTAAAGCAAGTAAA
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6781 TACGGATCCG AATTCGAGAA TCGAATTCCC GCGGCCGCTT TCGAATCTAG AGCCTGCAGT
ATGCCTAGGC TTAAGCTCTT AGCTTAAGGG CGCCGGCGAA AGCTTAGATC TCGGACGTCA

Primers for LIC cloning:

Upstream: add TACTTCCAATCCATG to the 5’ end (ATG in-frame with the desired coding
sequence).

Downstream: add TATCCACCTTTACTG to 5’ end of downstream primer; add termination
codon, if necessary.

pFB-Sec-NH sequence:

ttctctgtcacagaatgaaaatttttctgtcatctcttecgttattaatgtttgtaattgactgaatatce
aacgcttatttgcagcctgaatggcgaatgggacgcgccctgtagecggecgcattaagecgeggegggtgt
ggtggttacgcgcagcgtgaccgctacacttgccagecgeccctagegeccgetectttegetttettece
ttcctttctecgccacgttecgecggetttececegtcaagetctaaatcgggggctecctttagggttecyg
atttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatc
gccctgatagacggtttttcecgecctttgacgttggagtccacgttectttaatagtggactecttgttcca
aactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgeccgatttecgge
ctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttac
aatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattce
aaatatgtatccgctcatgagacaataaccctgataaatgcttcaataatattgaaaaaggaagagtat
gagtattcaacatttccgtgtcgcccttattececcttttttgeggcattttgecttectgtttttgectca
cccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaact
ggatctcaacagcggtaagatccttgagagttttcgecccgaagaacgttttccaatgatgagcacttt
taaagttctgctatgtggcgcggtattatccecgtattgacgccgggcaagagcaactcecggtecgecgeat
acactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgac
agtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaac
gatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgecttgatcg
ttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgecctgtagcaatgge
aacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactyg
gatggaggcggataaagttgcaggaccacttctgcgctcggecctteccggectggetggtttattgectga
taaatctggagccggtgagcgtgggtctcgeggtatcattgcagcactggggccagatggtaageecte
ccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctga
gataggtgcctcactgattaagcattggtaactgtcagaccaagtttactcatatatactttagattga
tttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaat
cccttaacgtgagttttcgttccactgagcgtcagacceccgtagaaaagatcaaaggatcttcecttgaga
tcectttttttectgecgegtaatctgetgecttgcaaacaaaaaaaccaccgctaccagecggtggtttgttt
gccggatcaagagctaccaactctttttccgaaggtaactggecttcagcagagcgcagataccaaatac
tgtccttctagtgtagccgtagttaggeccaccacttcaagaactctgtagcaccgectacatacctege
tctgctaatcctgttaccagtggctgctgccagtggcgataagtecgtgtcttaccgggttggactcaag
acgatagttaccggataaggcgcagcggtcgggctgaacggggggttcecgtgcacacagcccagcttgga
gcgaacgacctacaccgaactgagatacctacagcgtgagcattgagaaagcgccacgcttcecccgaagg
gagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttceccagg
gggaaacgcctggtatctttatagtcctgtcgggtttecgeccacctcectgacttgagegtcgatttttgtg
atgctcgtcaggggggcggagcctatggaaaaacgccagcaacgcggcectttttacggttectggectt
ttgctggccttttgctcacatgttctttecctgegttateccecectgattectgtggataaccgtattacecge
ctttgagtgagctgataccgctcgccgcagccgaacgaccgagcecgcagcgagtcagtgagecgaggaagce
ggaagagcgcctgatgcggtattttctcecttacgcatctgtgecggtatttcacaccgcagaccagccge
gtaacctggcaaaatcggttacggttgagtaataaatggatgccctgecgtaagecgggtgtgggecggaca
ataaagtcttaaactgaacaaaatagatctaaactatgacaataaagtcttaaactagacagaatagtt
gtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttgttatggctaaagcaaact
cttcattttctgaagtgcaaattgcccgtecgtattaaagaggggcgtggccaagggcatggtaaagact
atattcgcggcgttgtgacaatttaccgaacaactccgecggeccgggaagecgatctecggettgaacgaa
ttgttaggtggcggtacttgggtcgatatcaaagtgcatcacttcttccecgtatgecccaactttgtata
gagagccactgcgggatcgtcaccgtaatctgcttgcacgtagatcacataagcaccaagcgcgttgge
ctcatgcttgagcagattgatgagcgcggtggcaatgceccctgectececggtgctecgecggagactgecgag



atcatagatatagatctcactacgcggctgctcaaacctgggcagaacgtaagccgcgagagcgceccaac
aaccgcttcttggtcgaaggcagcaagcgcgatgaatgtcttactacggagcaagttcccgaggtaatce
ggagtccggctgatgttgggagtaggtggctacgtctccgaactcacgaccgaaaagatcaagagcagce
ccgcatggatttgacttggtcagggccgagcecctacatgtgcgaatgatgecccatacttgagccacctaa
ctttgttttagggcgactgccctgctgecgtaacatcgttgectgectgecgtaacatcgttgetgectccecata
acatcaaacatcgacccacggcgtaacgcgcecttgctgcttggatgcecccgaggcatagactgtacaaaaa
aacagtcataacaagccatgaaaaccgccactgcgceccgttaccaccgectgegttecggtcaaggttctgg
accagttgcgtgagcgcatacgctacttgcattacagtttacgaaccgaacaggcttatgtcaactggg
ttcgtgccttcatcecgttteccacggtgtgegtcacccggcaaccttgggcagcagecgaagtecgaggeat
ttctgtcctggctggcgaacgagcgcaaggtttecggtectccacgcatecgtcaggecattggeggecttge
tgttcttctacggcaaggtgctgtgcacggatctgeccctggecttcaggagatcggtagacctcggeecgt
cgcggcgcttgccggtggtgctgaccccggatgaagtggttcgecatecctecggttttectggaaggcgagce
atcgtttgttcgcccaggactctagctatagttctagtggttggectacgtacccgtagtggectatgge
agggcttgccgccccgacgttggectgecgageecctgggecttcaccecgaacttgggggttggggtgggga
aaaggaagaaacgcgggcgtattggtcccaatggggtctcggtggggtatcgacagagtgccagecctg
ggaccgaaccccgcgtttatgaacaaacgacccaacacccgtgegttttattetgtetttttattgecg
tcatagcgcgggttceccttcececggtattgtcectectteecgtgtttcagttagectececececcatectececggtac
cgcatgctatgcatcagctgctagcaccatggctcgagatcccgggtgatcaagtcttecgtecgagtgat
tgtaaataaaatgtaatttacagtatagtattttaattaatatacaaatgatttgataataattcttat
ttaactataatatattgtgttgggttgaattaaaggtccgtatactccggaatattaatagatcatgga
gataattaaaatgataaccatctcgcaaataaataagtattttactgttttcgtaacagttttgtaata
aaaaaacctataaatattccggattattcataccgtcccaccatcgggecgecggatctaaaacatggtaa
gcgctattgttttatatgtgcttttggcggcggecggecgecattctgectttgecggecgecatgggecacce
atcatcatcatcattcttctggtgtagatctgggtaccgagaacctgtacttccaatccataagctage
ttctcctecctgaaagatccataacttecgtatagcatacattatacgaagttatgecggecgecgacgtcecca
catatacctgccgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaa
aggcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagatttt
ttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagac
cagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgat
aaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccceccttacatatttta
ggtctttttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgcta
acacagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtatta
acctttactaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagcca
tataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaa
aatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggcectg
gacgtttgggacagctggccattacaaaacactgacggcactgtcgcaaactatcacggctaccacatce
gtctttgcattagccggagatcctaaaaatgcggatgacacatcgatttacatgttctatcaaaaagtce
ggcgaaacttctattgacagctggaaaaacgctggccgcgtctttaaagacagcgacaaattcgatgceca
aatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaa
atccgtttattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagtt
aacgtatcagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggt
gacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccat
acgctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactgga
actgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattc
ttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggcgcet
ctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaac
acagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgac
tcccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgecttggttatgtttet
aattctttaactggcccatacaagccgctgaacaaaactggcecttgtgttaaaaatggatcttgatcect
aacgatgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattaca
agctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgcctagecttcecctgcectgaac
atcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaa
taaaaacgcaaaagaaaatgccgatatcctattggcattgacgtcaggtggcacttttcgaggagttta
ctagtaagtaaaggtggatacggatccgaattcccgcggceccgctttcgaatctagagectgecagtcecteg
acaagcttgtcgagaagtactagaggatcataatcagccataccacatttgtagaggttttacttgett
taaaaaacctcccacacctcccececctgaacctgaaacataaaatgaatgcaattgttgttgttaacttgt
ttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcattttttt
cactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctggatctgatcactgce
ttgagcctaggagatccgaaccagataagtgaaatctagttccaaactattttgtcatttttaatttte
gtattagcttacgacgctacacccagttcccatctattttgtcactcttccctaaataatccttaaaaa



ctccatttccacccctcecccagttcecccaactattttgteccgeccacagecggggcatttttettectgtta
tgtttttaatcaaacatcctgccaactccatgtgacaaaccgtcatcttcggctacttt



