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Vector Name pFB-Mam-CT10HF-LIC 
Source Grazyna Kochan 

Sequence accession/link (SGC) 

 

Description Baculovirus transfer vector, for expression of proteins in 
mammalian cells, with C-terminal His10 tag and FLAG tag, 
preceded by a TEV protease cleavage site. Includes sites for 
LIC cloning, and a “stuffer” fragment that includes the SacB 
gene, allowing negative selection on 5% sucrose 

 

Antibiotic resistance Ampicillin, 100 mg/ml 

Promoter CMV 

Cloning  LIC (vector treated with BfuAI, then with T4 DNA polymerase in 
presence of dCTP) 

Initiation codon Supplied in PCR primer 

C-terminal fusion – seq. AENLYFQ*SHHHHHHHHHHDYKDDDDK 
 (* - TEV cleavage site) 

C-terminal fusion – MW 2471.47Da 

Termination codon Downstream of Flag tag 

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. Bacmid DNA can be transfected to insect cells to 
generate recombinant baculovirus. Baculovirus can be used to 
produce recombinant protein in multiple mammalian cell lines. 

5’ sequencing primer pFBM-fwd           caaaatgtcgtaacaactccgc 
 

  pFBM-rev            tagttaagaataccagtcaatctttcac 
 

 

 

 



 
 
 
Polylinker region: 
 
 
5' end: 
 

                                            
                                       BfuAI 

                                           ~~~~~~~ 

    4021 CCATCGGGCG CGGATCTCCT TAAGAAGGAG ATATACTATG CAGGTCGTTC ACTATTATTT 

 GGTAGCCCGC GCCTAGAGGA ATTCTTCCTC TATATGATAC GTCCAGCAAG TGATAATAAA 

 

             -------------------- SacB fragment --------------------- 
 

                                                 TEV 

                                          ~~~~~~~~~~~~~~~~~~~~ 

                                                3'LIC 

                                       ~~~~~~~~~~~~~~~~~~~~~~~~~ 

                                   BfuAI                         10 His 

                                   ~~~~~~                        ~ 

                                   BfuAI 

                                   ~~~~~~ 

                                      PstI 

                                     ~~~~~~ 

                                        A  E   N  L  Y   F  Q  S  H · 

    5941 ATATCCTATT GGCATTGACG TCAGGTGGCA CACCTGCAGA GAACCTCTAC TTCCAATCGC 

 TATAGGATAA CCGTAACTGC AGTCCACCGT GTGGACGTCT CTTGGAGATG AAGGTTAGCG 

            10 His 

 ~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~ 

                                          Flag 

                                ~~~~~~~~~~~~~~~~~~~~~~~~~~~ 

                                                               

                                                               

 ·  H  H  H   H  H  H   H  H  H  D   Y  K  D   D  D  D   K 

    6001 ACCATCATCA CCATCACCAT CACCACCATG ATTACAAGGA TGACGACGAT AAGTGAGGCGGC 

 TGGTAGTAGT GGTAGTGGTA GTGGTGGTAC TAATGTTCCT ACTGCTGCTA TTCACTCCGCCG 

 
 
 
 
 
Primers for LIC cloning: 
 
Add the following 5’ extensions to the PCR primers: 
 

pFB-Mam-CT10HF-LIC

8145 bp

FBAC-2 primer

F1 origin

Tn7R

SacB cassette

5'LIC

SV40 pA

3'LIC

TEV

His10

Flag

AmpR

GmR

CMVp

pUC origin

Tn7 L

WPRE

BamHI (4970)

BfuAI (4989)

BfuAI (6919)



Upstream: TTAAGAAGGAGATATACTATG  (ATG-initiation codon) 
 
Downstream: GATTGGAAGTAGAGGTTCTCTGC 
 
The purified PCR fragments are treated with T4 DNA polymerase and dGTP, then annealed 
to the treated vector. 
 
 
pFB-Mam-CT10HF-LIC sequence: 
 
ttctctgtcacagaatgaaaatttttctgtcatctcttcgttattaatgtttgtaattgactgaatatc

aacgcttatttgcagcctgaatggcgaatgggacgcgccctgtagcggcgcattaagcgcggcgggtgt

ggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttccc

ttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcgggggctccctttagggttccg

atttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatc

gccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttcca

aactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgccgatttcggc

ctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttac

aatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattc

aaatatgtatccgctcatgagacaataaccctgataaatgcttcaataatattgaaaaaggaagagtat

gagtattcaacatttccgtgtcgcccttattcccttttttgcggcattttgccttcctgtttttgctca

cccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaact

ggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttt

taaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcat

acactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgac

agtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaac

gatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcg

ttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggc

aacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactg

gatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctga

taaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctc

ccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctga

gataggtgcctcactgattaagcattggtaactgtcagaccaagtttactcatatatactttagattga

tttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaat

cccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcttgaga

tcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgttt

gccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatac

tgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgc

tctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaag

acgatagttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttgga

gcgaacgacctacaccgaactgagatacctacagcgtgagcattgagaaagcgccacgcttcccgaagg

gagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagg

gggaaacgcctggtatctttatagtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtg

atgctcgtcaggggggcggagcctatggaaaaacgccagcaacgcggcctttttacggttcctggcctt

ttgctggccttttgctcacatgttctttcctgcgttatcccctgattctgtggataaccgtattaccgc

ctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagc

ggaagagcgcctgatgcggtattttctccttacgcatctgtgcggtatttcacaccgcagaccagccgc

gtaacctggcaaaatcggttacggttgagtaataaatggatgccctgcgtaagcgggtgtgggcggaca

ataaagtcttaaactgaacaaaatagatctaaactatgacaataaagtcttaaactagacagaatagtt

gtaaactgaaatcagtccagttatgctgtgaaaaagcatactggacttttgttatggctaaagcaaact

cttcattttctgaagtgcaaattgcccgtcgtattaaagaggggcgtggccaagggcatggtaaagact

atattcgcggcgttgtgacaatttaccgaacaactccgcggccgggaagccgatctcggcttgaacgaa

ttgttaggtggcggtacttgggtcgatatcaaagtgcatcacttcttcccgtatgcccaactttgtata

gagagccactgcgggatcgtcaccgtaatctgcttgcacgtagatcacataagcaccaagcgcgttggc

ctcatgcttgagcagattgatgagcgcggtggcaatgccctgcctccggtgctcgccggagactgcgag

atcatagatatagatctcactacgcggctgctcaaacctgggcagaacgtaagccgcgagagcgccaac

aaccgcttcttggtcgaaggcagcaagcgcgatgaatgtcttactacggagcaagttcccgaggtaatc

ggagtccggctgatgttgggagtaggtggctacgtctccgaactcacgaccgaaaagatcaagagcagc

ccgcatggatttgacttggtcagggccgagcctacatgtgcgaatgatgcccatacttgagccacctaa

ctttgttttagggcgactgccctgctgcgtaacatcgttgctgctgcgtaacatcgttgctgctccata

acatcaaacatcgacccacggcgtaacgcgcttgctgcttggatgcccgaggcatagactgtacaaaaa



aacagtcataacaagccatgaaaaccgccactgcgccgttaccaccgctgcgttcggtcaaggttctgg

accagttgcgtgagcgcatacgctacttgcattacagtttacgaaccgaacaggcttatgtcaactggg

ttcgtgccttcatccgtttccacggtgtgcgtcacccggcaaccttgggcagcagcgaagtcgaggcat

ttctgtcctggctggcgaacgagcgcaaggtttcggtctccacgcatcgtcaggcattggcggccttgc

tgttcttctacggcaaggtgctgtgcacggatctgccctggcttcaggagatcggtagacctcggccgt

cgcggcgcttgccggtggtgctgaccccggatgaagtggttcgcatcctcggttttctggaaggcgagc

atcgtttgttcgcccaggactctagctatagttctagtggttggcctacgtacccgtagtggctatggc

agggcttgccgccccgacgttggctgcgagccctgggccttcacccgaacttgggggttggggtgggga

aaaggaagaaacgcgggcgtattggtcccaatggggtctcggtggggtatcgacagagtgccagccctg

ggaccgaaccccgcgtttatgaacaaacgacccaacacccgtgcgttttattctgtctttttattgccg

tcatagcgcgggttccttccggtattgtctccttccgtgtttcagttagcctcccccatctcccggtac

cgcatgctatgcatcagctgctagcaccatggttttaggatctgtacgggccagatatacgcgttgaca

ttgattattgactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagtt

ccgcgttacataacttacggtaaatggcccgcctggctgaccgcccaacgacccccgcccattgacgtc

aataatgacgtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggtggactattt

acggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccccctattgacgtcaa

tgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagta

catctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggata

gcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcacca

aaatcaacgggactttccaaaatgtcgtaacaactccgccccattgacgcaaatgggcggtaggcgtgt

acggtgggaggtctatataagcagagctctctggctaactagagaacccactgcttactggcttatcga

ggatccaattaagaaggagatatactatgcaggtcgttcactattatttagtgaaatgagatattatga

tattttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagaga

atgaaaagaaacagatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttcta

tcaaacaaaagaggaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagta

aatcgcgcgggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatacttt

ggcgtcaccccttacatattttaggtctttttttattgtgcgtaactaacttgccatcttcaaacagga

gggctggaagaagcagaccgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaaaagt

ttgcaaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagcgtttg

cgaaagaaacgaaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgc

tgcaaatccctgaacagcaaaaaaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaa

atatctcttctgcaaaaggcctggacgtttgggacagctggccattacaaaacactgacggcactgtcg

caaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgacacatcga

tttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggccgcgtcttta

aagacagcgacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcag

ccacatttacatctgacggaaaaatccgtttattctacactgatttctccggtaaacattacggcaaac

aaacactgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgtagagg

attataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggca

actacagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatact

tagtatttgaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcat

actatggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgca

cggctgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtga

tgaaaccgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacg

gcaaatggtacctgttcactgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgata

tttacatgcttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaactggccttg

tgttaaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcgctgtacctcaagcga

aaggaaacaatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgt

ttgcgcctagcttcctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaac

aaggacaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacgtca

ggtggcacacctgcagagaacctctacttccaatcgcaccatcatcaccatcaccatcaccaccatgat

tacaaggatgacgacgataagtgaggcggccgccaagcttgatatcaagcttatcgataatcaacctct

ggattacaaaatttgtgaaagattgactggtattcttaactatgttgctccttttacgctatgtggata

cgctgctttaatgcctttgtatcatgctattgcttcccgtatggctttcattttctcctccttgtataa

atcctggttgctgtctctttatgaggagttgtggcccgttgtcaggcaacgtggcgtggtgtgcactgt

gtttgctgacgcaacccccactggttggggcattgccaccacctgtcagctcctttccgggactttcgc

tttccccctccctattgccacggcggaactcatcgccgcctgccttgcccgctgctggacaggggctcg

gctgttgggcactgacaattccgtggtgttgtcggggaaatcatcgtcctttccttggctgctcgcctg

tgttgccacctggattctgcgcgggacgtccttctgctacgtcccttcggccctcaatccagcggacct

tccttcccgcgggcgcccccctcctcacggcgagcgaagcttgtcgagaagtactagaggatctctaga

gcctgcagtctcgacaagcttgtcgagaagtactagaggatcataatcagccataccacatttgtagag

gttttacttgctttaaaaaacctcccacacctccccctgaacctgaaacataaaatgaatgcaattgtt



gttgttaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaat

aaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgg

atctgatcactgcttgagcctaggagatccgaaccagataagtgaaatctagttccaaactattttgtc

atttttaattttcgtattagcttacgacgctacacccagttcccatctattttgtcactcttccctaaa

taatccttaaaaactccatttccacccctcccagttcccaactattttgtccgcccacagcggggcatt

tttcttcctgttatgtttttaatcaaacatcctgccaactccatgtgacaaaccgtcatcttcggctac

ttt 


