pFB-nHB-cTEVhisAvi-LIC Vector

Source Designed by Bryan Fraser, constructed by Yanjun Li
Company Structural Genomics Consortium, Toronto
Description The pFB-nHB-cTEVhisAvi-LIC is a derivative of the pFHMSPN-

avi-TEV-LIC (SGC). It is a donor vector for generation of
recombinant baculovirus by site-specific transposition in an E.
coli host. This vector has N-terminal honeybee melittin signal
peptide and C-terminal fusion tags of TEV cleavage site followed
by 8His and an avi tag for in vivo biotinylating. 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 by LIC method, enzyme-mediated directional
recombination using TaKaTa’s In-fusion HD EcoDry
(cat#639691). Insertion of target PCR product and BfuAl
linearized vector involves the replacement of SacB gene stuffer
seguence by negative selection on 5% sucrose.

N-Term Tag Sequence

MKFLVNVALVEMVVYISYIYAAA

C-Term Fusion Tag Sequence

ENLYFQGGSAGHHHHHHHHEFMSGLNDIFEAQKIEWHEGSAG

5’ primer addition

5’ atctatgcggcecgcet 3

3’ primer addition

5’ tgcctcecctggaaataaaggttttc 3’

5’sequencing Oligo: Fast-F

5’ agtattttactgttttcg 3’

3’sequencing Oligo: Fast-R

5’ taaccattataagctgc 3’




Electronic DNA Sequence and Map of pFB-nHB-cTEVhisAvi-LIC:

gacgcgccctgtagcggcgcattaagcgcggegggtgtggtggttacgcgcagcegtgaccgctacacttgccagegecctagecgecc
gctectttcgctttetteecttectttctcgecacgttcgeecggctttcccecgtcaagctctaaatcgggggctecctttagggttccgatttagtge
tttacggcacctcgaccccaaaaaacttgattagggtgatggticacgtagtgggccatcgccctgatagacggtttttcgccctttgacgtt
ggagtccacgttctitaatagtggactcttgticcaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgcc
gatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcactt
ttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacatticaaatatgtatccgctcatgagacaataaccctgataaatgctt
caataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttattcccttttttgcggcattttgccttcctgtttttgctcaccce
agaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatc
cttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggce
aagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatg
acagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttictgacaacgatcggaggaccgaagg
agctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgac
gagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaaca
attaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggceccttccggetggcetggtttattgctgataaatctggag
ccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtc
aggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactcat
atatactttagattgatttaaaacttcattittaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtga
gttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcticttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaa
aaaaaccaccgctaccagcggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcaga
taccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctgtt
accagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataaggcgcagcggtcgggct
gaacggggggttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagcgtgagcattgagaaagc
gccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttce
agggggaaacgcctggtatctttatagtcctgtcgggtttcgccacctctgacttgagegtcgatttttgtgatgctcgtcaggggggcggag
cctatggaaaaacgccagcaacgcggcctttitacggttcctggecttttgctggcecttttgctcacatgttetttcctgegttatccectgattct
gtggataaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaa
gcggaagagcgcctgatgcggtattttctccttacgcatctgtgcggtatttcacaccgcagaccagccgcgtaacctggcaaaatcggtt
acggttgagtaataaatggatgccctgcgtaagcgggtgtgggcggacaataaagtcttaaactgaacaaaatagatctaaactatgac
aataaagtcttaaactagacagaatagttgtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttgttatggctaaag
caaactcttcattttctgaagtgcaaattgcccgtcgtattaaagaggggcgtggccaagggcatggtaaagactatattcgcggegttgtg
acaatttaccgaacaactccgcggccgggaagccgatctcggcttgaacgaattgttaggtggcggtacttgggtcgatatcaaagtgce
atcacttcttcccgtatgcccaactttgtatagagagccactgcgggatcgtcaccgtaatctgctigcacgtagatcacataagcaccaa
gcgcgttggcectcatgcettgagCagattgatgagcgcggtggcaatgccctgectccggtgctcgccggagactgcgagatcatagata
tagatctcactacgcggctgctcaaacctgggcagaacgtaagccgcgagagcgccaacaaccgcticttggtcgaaggcagcaag
cgcgatgaatgtcttactacggagcaagttcccgaggtaatcggagtccggctgatgttgggagtaggtggctacgtctccgaactcacg
accgaaaagatcaagagcagcccgcatggatttgacttggtcagggccgagcctacatgtgcgaatgatgcccatacttgagccacct
aactttgttttagggcgactgccctgctgcgtaacatcgttgctgctgegtaacatcgttgctgctccataacatcaaacatcgacccacggce
gtaacgcgcttgctgcttggatgcccgaggcatagactgtacaaaaaaacagtcataacaagccatgaaaaccgccactgcgcecgtta
ccaccgctgcgttcggtcaaggttctggaccagttgcgtgagcgcatacgctacttgcattacagtttacgaaccgaacaggcttatgtca
actgggttcgtgccttcatccgtttccacggtgtgcgtcacccggcaaccttgggcagcagcgaagtcgaggcatttctgtcctggetggeg
aacgagcgcaaggtttcggtctccacgcatcgtcaggcattggcggccttgctgttctictacggcaaggtgctgtgcacggatctgecct
ggcttcaggagatcggaagacctcggccgtcgcggcegcttgccggtggtgctgaccccggatgaagtggttcgcatcceteggttttctgg
aaggcgagcatcgtttgttcgcccaggactctagctatagttctagtggttggctacgtatactccggaatattaatagatcatggagataat
taaaatgataaccatctcgcaaataaataagtattttactgtittcgtaacagttttgtaataaaaaaacctataaatattccggattattcatac
cgtcccaccatcgggcgcggatctcggtccgaaaaccatgaaattcttagtcaacgttgeccttgtttttatggtcgtatacatttcttacatct
atgcggccgcttatactatgcaggtcgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaactttatgc
ccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagattttttagttctttaggcccgtagtctgcaaatccttttat
gatttictatcaaacaaaagaggaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgceg
ggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttaggtctttttttat
tgtgcgtaactaacttgccatcticaaacaggagggctggaagaagcagaccgctaacacagtacataaaaaaggagacatgaacg
atgaacatcaaaaagtttgcaaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagcgtttgcga
aagaaacgaaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaa
aaaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatatctctictgcaaaaggcctggacgtttgggacagctggcc



attacaaaacactgacggcactgtcgcaaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgaca
catcgatttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggecgcegtctttaaagacagcgacaaatt
cgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatccgtttattctac
actgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaac
ggtgtagaggattataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctc

aggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaactga
agatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttct
gcaaagcgataaaaaacgcacggctgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagt
gatgaaaccgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttca
ctgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaattctttaactggcccatac
aagccgctgaacaaaactggccttgtgttaaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcgctgtacctcaageg
aaaggaaacaatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgectagcettcctgct

gaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaacgcaaaa
gaaaatgccgatatcctattggcattgacgtcaggtggcacacctgcagaggaaaacctttatttccagggaggcagtgctggecacca
ccatcatcaccatcaccatgaattcatgagcggcctgaacgatatttttgaagcgcagaaaattgaatggcatgaaggcagcgctggat

gatgacgaagcttgtcgagaagtactagaggatcataatcagccataccacatttgtagaggttttacttgctttaaaaaacctcccacac

ctccccctgaacctgaaacataaaatgaatgcaattgttgttgttaacttgtttattgcagcttataatggttacaaataaagcaatagcatca
caaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctggatctgatcactgatat
cgcctaggagatccgaaccagataagtgaaatctagttccaaactattttgtcatttttaattttcgtattagcttacgacgcetacacccagttc
ccatctattttgtcactcttccctaaataatccttaaaaactccatttccaccectcccagttcccaactattttgtccgcccacageggggceatt
tttcttcctgttatgtttttaatcaaacatcctgccaactccatgtgacaaaccgtcatcttcggctactttttctctgtcacagaatgaaaatttttct
gtcatctcttcgttattaatgtttgtaattgactgaatatcaacgcttatttgcagcctgaatggcgaatgg

8xHis
TEV site

(6049) BfuAl—— 7

pFB-nHB-cTEVhis-avi-LIC
6823 bp

sacB promoter

(4119) BfuAl

[melittin signal sequence|




Polyhedrin
atcatggaga
tagtacctct

tactgttttc
atgacaaatg

ttattcatac
aataagtatg

K F L V
aaattcttag
tttaagaatc

I Y A

promoter
taattaaaat
attaatttta

gtaacagttt
cattgtcaaa

cgtcccacca
gcagggtggt

N V A
tcaacgttgce
agttgcaacg

A A

gataaccatc
ctattggtag

tgtaataaaa
acattatttt

cloning/expression region of pFB-nHB-cTEVhisAvi-LIC:

tcgcaaataa
agcgtttatt

aaacctataa
tttggatatt

ataagtattt
tattcataaa

atattccgga
tataaggcct

honeybee melittin signal M

tcgggcgegg
agcccgcgec

L Vv F
ccttgttttt
ggaacaaaaa

atctcggtcc gaaaaccatg
tagagccagg cttttggtac

M VvV VvV Y I S Y
atggtcgtat acatttctta
taccagcata tgtaaagaat

Bfu AT
gccget/tata ctatgcaggt
cggcga/atat gatacgtcca

catctatgcg
gcagatacgc

————————— SACB (1.8 kb)----

Bfu AI C-fusion tags

E N L Y F QO G G S A G H H H

acctgcagag/ gaaaaccttt atttccaggg aggcagtgct ggccaccacc

tggacgtcte/ cttttggaaa taaaggtccc tccgtcacga ccggtggtgg
H H H H H E

F M S G L N D I F E

atcatcacca
tagtagtggt

A Q K I
gcgcagaaaa
cgcgtctttt

tcaccatgaa
agtggtactt

E W H
ttgaatggca
aacttaccgt

ttcatgagcg
aagtactcgc

E G S
tgaaggcagc
acttccgtcg

gcctgaacga tatttttgaa
cggacttgct ataaaaactt

A G 2x stops
gctggatgatga
cgacctactact



