Vector information sheet

Dated: 8" May 2013

Vector Name

pFB-NHT-CF-Bse

Source

Opher Gileadi

Sequence accession/link

Description

Baculovirus transfer vector with Hisg tag in 22-aa N-terminal
fusion peptide, with TEV protease cleavage site and a C-
terminal Flag tag. 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 BseRI, then with T4 DNA polymerase
in presence of dGTP)

Initiation codon

Supplied in PCR primer

N-terminal fusion — seq.

MGHHHHHHSSGVDLGTENLYFQ*SM
(* - TEV cleavage site)

N-terminal fusion — MW

2630 Da including Met (2411.8 Da removed by TEV cleavage)

C-terminal fusion - MW

DYKDDDDK

Termination codons

None

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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Polylinker region:

FBAC-1 primer

61 TTATTCATAC CGTCCCACCA
AATAAGTATG GCAGGGTGGT

M G H H H H H H S S G
121 TCGGGCGCGG ATCTCGGTCC GAAAACCATG GGCCACCATC ATCATCATCA TTCTTCTGGT
AGCCCGCGCC TAGAGCCAGG CTTTTGGTAC CCGGTGGTAG TAGTAGTAGT AAGAAGACCA
BglII Lich BseRI

v D L G T E N L Y F Q S
181 GTAGATCTGG GTACCGAGAA CCTGTACTTC CAATCCATAA GCTAGCTTCT CCTCCTGAAA
CATCTAGACC CATGGCTCTT GGACATGAAG GTTAGGTATT CGATCGAAGA GGAGGACTTT

--SacB linker--

BseRI

2161 ACTTTTCGAG
TGAAAAGCTC

BseRI

S K G G Y G S D Y K D D D D K *
2221 GAGTTTACTA GTAAGTAAAG GTGGATACGG ATCTGATTAC AAGGATGACG ACGATAAGTG
CTCAAATGAT CATTCATTTC CACCTATGCC TAGACTAATG TTCCTACTGC TGCTATTCAC

EcoRI

2281 AAGATCCGAA TTCGAGCTCC
TTCTAGGCTT AAGCTCGAGG

Primers for LIC cloning:

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

Downstream: add TATCCACCTTTACTGCC to 5 end of downstream primer. Do not add a
stop codon.
NB. Additional 2 bases (CC) added onto reverse primer.

pFB-NHT-CF-Bse sequence:

atcatggagataattaaaatgataaccatctcgcaaataaataagtattttactgttttcgtaacagtt
ttgtaataaaaaaacctataaatattccggattattcataccgtcccaccatcgggecgecggatcteggt
ccgaaaaccatgggccaccatcatcatcatcattcttctggtgtagatctgggtaccgagaacctgtac
ttccaatccataagctagcttctcectecctgaaagatccataacttecgtatagcatacattatacgaagt
tatgcggccgcgacgtccacatatacctgceccgttcactattatttagtgaaatgagatattatgatatt
ttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagagaatga
aaagaaacagatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaa
acaaaagaggaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatc
gcgcgggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggceg
tcaccccttacatattttaggtcectttttttattgtgecgtaactaacttgccatcttcaaacaggagggce
tggaagaagcagaccgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgce
aaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagcgtttgecgaa



agaaacgaaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgceca
aatccctgaacagcaaaaaaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatat
ctcttctgcaaaaggcctggacgtttgggacagctggccattacaaaacactgacggcactgtcgcaaa
ctatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgacacatcgattta
catgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggccgcgtctttaaaga
cagcgacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccac
atttacatctgacggaaaaatccgtttattctacactgatttctccggtaaacattacggcaaacaaac
actgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgtagaggatta
taaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaacta
cagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagt
atttgaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcatacta
tggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggce
tgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaa
accgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaa
atggtacctgttcactgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgatattta
catgcttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaactggecttgtgtt
aaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcgectgtacctcaagcgaaagg
aaacaatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgce
gcctagcttcecctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaagg
acaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacgtcaggtg
gcacttttcgaggagtttactagtaagtaaaggtggatacggatctgattacaaggatgacgacgataa
gtgaagatccgaattcgagctccgtcgacaagcttgtcgagaagtactagaggatcataatcagecata
ccacatttgtagaggttttacttgctttaaaaaacctcccacacctcceccecctgaacctgaaacataaaa
tgaatgcaattgttgttgttaacttgtttattgcagcttataatggttacaaataaagcaatagcatca
caaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtat
cttatcatgtctggatctgatcactgatatcgcctaggagatccgaaccagataagtgaaatctagttce
caaactattttgtcatttttaattttcgtattagcttacgacgctacacccagttcccatctattttgt
cactcttccctaaataatccttaaaaactccatttccaccecctecccagttecccaactattttgtecgec
cacagcggggcatttttcttcecctgttatgtttttaatcaaacatcctgccaactccatgtgacaaaccyg
tcatcttcggctactttttctctgtcacagaatgaaaatttttctgtcatctecttecgttattaatgttt
gtaattgactgaatatcaacgcttatttgcagcctgaatggcgaatgggacgcgccctgtagecggegceca
ttaagcgcggcgggtgtggtggttacgcgcagegtgaccgctacacttgeccagecgecctagegeccgcet
cctttcgcectttetteecttectttetecgeccacgttegecggetttececegtcaagectectaaatcggggyg
ctcccectttagggttccgatttagtgectttacggcacctcgaccccaaaaaacttgattagggtgatggt
tcacgtagtgggccatcgccecctgatagacggtttttcecgecctttgacgttggagteccacgttectttaat
agtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcecttttgatttataaggg
attttgccgatttcggecctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaac
aaaatattaacgtttacaatttcaggtggcacttttcggggaaatgtgcgcggaacccecctatttgttta
tttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataatat
tgaaaaaggaagagtatgagtattcaacatttccgtgtcgecceccttattececttttttgeggecattttge
cttcctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacga
gtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgtttt
ccaatgatgagcacttttaaagttctgctatgtggcgcggtattatccecgtattgacgeccgggcaagag
caactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcecat
cttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggcecc
aacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcat
gtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacg
atgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagecttceccecgg
caacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggeccctteccgget
ggctggtttattgctgataaatctggagccggtgagecgtgggtctegeggtatcattgcagcactgggg
ccagatggtaagccctccececgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacga
aatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgat
aatctcatgaccaaaatcccttaacgtgagttttcecgttccactgagecgtcagaccccgtagaaaagatce
aaaggatcttcttgagatcctttttttctgecgecgtaatctgectgecttgcaaacaaaaaaaccaccgcta
ccagcggtggtttgtttgccggatcaagagctaccaactcecttttteccgaaggtaactggecttcagecaga
gcgcagataccaaatactgtccttctagtgtageccgtagttaggccaccacttcaagaactctgtagceca
ccgcctacatacctcecgctcectgctaatcecctgttaccagtggectgectgceccagtggcgataagtegtgtett
accgggttggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggttegtge
acacagcccagcttggagcgaacgacctacaccgaactgagatacctacagcgtgagcattgagaaagce
gccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgce



acgagggagcttccagggggaaacgcctggtatctttatagtcctgtecgggtttecgeccacctcectgactt
gagcgtcgatttttgtgatgctcgtcaggggggcggagectatggaaaaacgccagcaacgcggecttt
ttacggttcctggceccttttgectggecttttgectcacatgttectttectgegttateccecctgattetgtyg
gataaccgtattaccgcctttgagtgagctgataccgctcgeccgcageccgaacgaccgagcgcagcgag
tcagtgagcgaggaagcggaagagcgcctgatgcggtattttctecttacgcatctgtgeggtatttcea
caccgcagaccagccgcgtaacctggcaaaatcggttacggttgagtaataaatggatgeccecctgegtaa
gcgggtgtgggcggacaataaagtcttaaactgaacaaaatagatctaaactatgacaataaagtctta
aactagacagaatagttgtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttgt
tatggctaaagcaaactcttcattttctgaagtgcaaattgccecgtecgtattaaagaggggecgtggeca
agggcatggtaaagactatattcgcggcgttgtgacaatttaccgaacaactccgcggeccgggaagccyg
atctcggcttgaacgaattgttaggtggcggtacttgggtcgatatcaaagtgcatcacttcttecegt
atgcccaactttgtatagagagccactgcgggatcgtcaccgtaatctgcttgcacgtagatcacataa
gcaccaagcgcgttggcctcatgcttgagcagattgatgagcgecggtggcaatgececctgectececggtge
tcgccggagactgcgagatcatagatatagatctcactacgcggctgctcaaacctgggcagaacgtaa
gccgcgagagcgccaacaaccgcttettggtcgaaggcagcaagcgcgatgaatgtecttactacggagce
aagttcccgaggtaatcggagtccggctgatgttgggagtaggtggctacgtctceccgaactcacgaccg
aaaagatcaagagcagcccgcatggatttgacttggtcagggccgagectacatgtgcgaatgatgecce
atacttgagccacctaactttgttttagggcgactgccctgctgecgtaacatcgttgectgectgegtaac
atcgttgctgctccataacatcaaacatcgacccacggcgtaacgcgecttgectgettggatgecccgagg
catagactgtacaaaaaaacagtcataacaagccatgaaaaccgccactgcgccgttaccaccgectgceg
ttcggtcaaggttctggaccagttgcgtgagcgcatacgctacttgcattacagtttacgaaccgaaca
ggcttatgtcaactgggttcgtgccttcatcecgtttceccacggtgtgegtcaccecggcaaccttgggecag
cagcgaagtcgaggcatttctgtcctggctggcgaacgagcgcaaggtttcggtectccacgcatecgtea
ggcattggcggccttgctgttcttctacggcaaggtgctgtgcacggatctgececctggecttcaggagat
cggaagacctcggccgtcgcggecgecttgecggtggtgctgacceccggatgaagtggttegecatectegg
ttttctggaaggcgagcatcgtttgttcgeccaggactctagectatagttectagtggttggectacgtat
actccggaatattaatag



