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Vector Name pNIC-CH 
Source Opher Gileadi 

Sequence accession/link  

 

Description pET expression vector with C-terminal His6 tag.  Includes sites 
for LIC cloning, and a “stuffer” fragment that includes the SacB 
gene, allowing negative selection on 5% sucrose 

 

Antibiotic resistance Kanamycin, 50 g/ml 

Promoter T7 - lacO 

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. AAHHHHHH 

C-terminal fusion – MW  

Termination codons supplied in vector 

Protease cleavage None 

Additional features  

Preferred host DE3 hosts: BL21, Rosetta, etc. MUST express T7 RNA 
polymerase. 

5’ sequencing primer pLIC-for: TGTGAGCGGATAACAATTCC 

3’ sequencing primer pLIC-rev: AGCAGCCAACTCAGCTTCC 
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Polylinker region: 
 
5' end: 
 

                                                 BfuAI 

                                                 ~~~~~~ 

 CTAGAAATAA TTTTGTTTAA CCTTAAGAAG GAGA|TATA CT ATGCAGGTCG TTCACTATTA 

 GATCTTTATT AAAACAAATT GGAATTCTTC CTCT ATAT|GA TACGTCCAGC AAGTGATAAT 

 

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

                                     BfuAI 

                                     ~~~~~~ 

                                        PstI 

                                       ~~~~~~~ 

                                          A   A  H  H  H   H  H  H · 

    2221 CGATATCCTA TTGGCATTGA CGTCAGGTGG CACACCTGCA GCGCACCATC ATCACCACCA 

 GCTATAGGAT AACCGTAACT GCAGTCCACC GTGTGGACGT CGCGTGGTAG TAGTGGTGGT 

     BamHI 

     ~~~~~~~ 

 · * 

    2281 TTGAGGATCC                                                        

 AACTCCTAGG                                                        

 
 
 
Primers for LIC cloning: 
 
Add the following 5’ extensions to the PCR primers: 
 
Upstream: TTAAGAAGGAGATATACTATG  (ATG-initiation codon) 
 
Downstream: ATGGTGGTGATGATGGTGCgc 
 
The purified PCR fragments are treated with T4 DNA polymerase and dGTP, then annealed 
to the treated vector. 
 
 
pNIC-CH sequence: 
 
aggttgaggccgttgagcaccgccgccgcaaggaatggtgcatgcaaggagatggcgcccaacagtccc

ccggccacggggcctgccaccatacccacgccgaaacaagcgctcatgagcccgaagtggcgagcccga

tcttccccatcggtgatgtcggcgatataggcgccagcaaccgcacctgtggcgccggtgatgccggcc

acgatgcgtccggcgtagaggatcgagatctcgatcccgcgaaattaatacgactcactataggggaat

tgtgagcggataacaattcccctctagaaataattttgtttaaccttaagaaggagatatactatgcag

gtcgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaactt

tatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagattttttagttctt

taggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagaccagttgcaa

tccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgataaagcaggc

aagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttaggtcttttt

ttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgctaacacagtac

ataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaacctttact

accgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagccatataaggaa

acatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaaaatgaaaaa

tataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggcctggacgtttgg

gacagctggccattacaaaacactgacggcactgtcgcaaactatcacggctaccacatcgtctttgca

ttagccggagatcctaaaaatgcggatgacacatcgatttacatgttctatcaaaaagtcggcgaaact

tctattgacagctggaaaaacgctggccgcgtctttaaagacagcgacaaattcgatgcaaatgattct

atcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatccgttta

ttctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtatca



gcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggtgacggaaaa

acgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccatacgctgaga

gatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaactgaagat

ggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattcttccgtcaa

gaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggcgctctcggtatg

attgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaacacagtaaca

gatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgactcccgcgga

tcaaaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaattcttta

actggcccatacaagccgctgaacaaaactggccttgtgttaaaaatggatcttgatcctaacgatgta

acctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattacaagctatatg

acaaacagaggattctacgcagacaaacaatcaacgtttgcgcctagcttcctgctgaacatcaaaggc

aagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaacgc

aaaagaaaatgccgatatcctattggcattgacgtcaggtggcacacctgcagcgcaccatcatcacca

ccattgaggatccgaattcgagctccgtcgacaagcttgcggccgcactcgagcaccaccaccaccacc

actgagatccggctgctaacaaagcccgaaaggaagctgagttggctgctgccaccgctgagcaataac

tagcataaccccttggggcctctaaacgggtcttgaggggttttttgctgaaaggaggaactatatccg

gattggcgaatgggacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgt

gaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgtt

cgccggctttccccgtcaagctctaaatcgggggctccctttagggttccgatttagtgctttacggca

cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttt

tcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaa

ccctatctcggtctattcttttgatttataagggattttgccgatttcggcctattggttaaaaaatga

gctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcacttt

tcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcat

gaattaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaa

taccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatgg

caagatcctggtatcggtctgcgattccgactcgtccaacatcaatacaacctattaatttcccctcgt

caaaaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagtt

tatgcatttctttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaa

ccaaaccgttattcattcgtgattgcgcctgagcgagacgaaatacgcgatcgctgttaaaaggacaat

tacaaacaggaatcgaatgcaaccggcgcaggaacactgccagcgcatcaacaatattttcacctgaat

caggatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcat

caggagtacggataaaatgcttgatggtcggaagaggcataaattccgtcagccagtttagtctgacca

tctcatctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgcatcgggct

tcccatacaatcgatagattgtcgcacctgattgcccgacattatcgcgagcccatttatacccatata

aatcagcatccatgttggaatttaatcgcggcctagagcaagacgtttcccgttgaatatggctcataa

caccccttgtattactgtttatgtaagcagacagttttattgttcatgaccaaaatcccttaacgtgag

ttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcttgagatcctttttttctg

cgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgccggatcaagag

ctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtccttctagtg

tagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctg

ttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccg

gataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctac

accgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggac

aggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctgg

tatctttatagtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggg

gggcggagcctatggaaaaacgccagcaacgcggcctttttacggttcctggccttttgctggcctttt

gctcacatgttctttcctgcgttatcccctgattctgtggataaccgtattaccgcctttgagtgagct

gataccgctcgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgcctg

atgcggtattttctccttacgcatctgtgcggtatttcacaccgcatatatggtgcactctcagtacaa

tctgctctgatgccgcatagttaagccagtatacactccgctatcgctacgtgactgggtcatggctgc

gccccgacacccgccaacacccgctgacgcgccctgacgggcttgtctgctcccggcatccgcttacag

acaagctgtgaccgtctccgggagctgcatgtgtcagaggttttcaccgtcatcaccgaaacgcgcgag

gcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgcctgttcatccgcgtc

cagctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggccatgttaagggcggt

tttttcctgtttggtcactgatgcctccgtgtaagggggatttctgttcatgggggtaatgataccgat

gaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtga

gggtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgctt

cgttaatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataat

ggtgcagggcgctgacttccgcgtttccagactttacgaaacacggaaaccgaagaccattcatgttgt

tgctcaggtcgcagacgttttgcagcagcagtcgcttcacgttcgctcgcgtatcggtgattcattctg



ctaaccagtaaggcaaccccgccagcctagccgggtcctcaacgacaggagcacgatcatgcgcacccg

tggggccgccatgccggcgataatggcctgcttctcgccgaaacgtttggtggcgggaccagtgacgaa

ggcttgagcgagggcgtgcaagattccgaataccgcaagcgacaggccgatcatcgtcgcgctccagcg

aaagcggtcctcgccgaaaatgacccagagcgctgccggcacctgtcctacgagttgcatgataaagaa

gacagtcataagtgcggcgacgatagtcatgccccgcgcccaccggaaggagctgactgggttgaaggc

tctcaagggcatcggtcgagatcccggtgcctaatgagtgagctaacttacattaattgcgttgcgctc

actgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggag

aggcggtttgcgtattgggcgccagggtggtttttcttttcaccagtgagacgggcaacagctgattgc

ccttcaccgcctggccctgagagagttgcagcaagcggtccacgctggtttgccccagcaggcgaaaat

cctgtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtcgtatcccactaccg

agatatccgcaccaacgcgcagcccggactcggtaatggcgcgcattgcgcccagcgccatctgatcgt

tggcaaccagcatcgcagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccggaca

tggcactccagtcgccttcccgttccgctatcggctgaatttgattgcgagtgagatatttatgccagc

cagccagacgcagacgcgccgagacagaacttaatgggcccgctaacagcgcgatttgctggtgaccca

atgcgaccagatgctccacgcccagtcgcgtaccgtcttcatgggagaaaataatactgttgatgggtg

tctggtcagagacatcaagaaataacgccggaacattagtgcaggcagcttccacagcaatggcatcct

ggtcatccagcggatagttaatgatcagcccactgacgcgttgcgcgagaagattgtgcaccgccgctt

tacaggcttcgacgccgcttcgttctaccatcgacaccaccacgctggcacccagttgatcggcgcgag

atttaatcgccgcgacaatttgcgacggcgcgtgcagggccagactggaggtggcaacgccaatcagca

acgactgtttgcccgccagttgttgtgccacgcggttgggaatgtaattcagctccgccatcgccgctt

ccactttttcccgcgttttcgcagaaacgtggctggcctggttcaccacgcgggaaacggtctgataag

agacaccggcatactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactct

cttccgggcgctatcatgccataccgcgaaaggttttgcgccattcgatggtgtccgggatctcgacgc

tctcccttatgcgactcctgcattaggaagcagcccagtagt 

 


