Vector information sheet

Dated: 8" May 2013

Vector Name

pCDNA3-N-Flag-LIC

Source

Grazyna Kochan

Sequence accession/link

(SGC)

Description

Mammalian expression vector with Flag tag as N-terminal
fusion peptide. Includes sites for LIC cloning, and a “stuffer”
fragment that includes the SacB gene, allowing negative
selection on 5% sucrose

Antibiotic resistance

Ampicillin, 100 pg/ml

Promoter

CmVv

Cloning

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

Initiation codon

Supplied in PCR primer

N-terminal fusion — seq.

MDYKDDDDKGSLYFQSM (Met-from cloned gene)

N-terminal fusion — MW

2058.2 Da including Met

Termination codons

supplied in PCR primer

Protease cleavage

no

Additional features

Preferred host

Mammalian cell lines (HEK, HelLa, BHK, BSC1, etc).

5’ sequencing primer

pcDNA3_N-Flag-fwd (50):
TCCAAAATGTCGTAACAACTCC

3’ sequencing primer

pcDNA3-rev (48):
TTTTATTAGGAAAGGACAGTGG
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Polylinker region:

1351 TTTGAGATGA GGATAAAATA CTCTGAGTCC AAACCGGGCC CCTCTGCTAA
PCDNA3 N-Flag-fwd

1401 CCATGTTCAT GCCTTCTTCT TTTTCCTACA GCTCCTGGGC AACGTGCTGG

M D Y K D D D D K

1451 TTTGTGCTGT CGACCCCAAG CTTATGGACT ACAAAGACGA TGACGACAAG
HINDIII

G S L Y F O S M

1501 GGATCCCTGT ACTTCCAATC CATGGAGACC GACGTCCACA TATACCTGCC
LIC 57 BSAI

3431 SacB linker - TATTGGCATT GACGGTCTCC
BSAI

3451 AGTAAAGGTG GATACGGATC TAGAACTAGT AACGGCCGCC
LIC 3’

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.

pcDNA3-N-Flag-LIC sequence:

gacggatcgggagatctcccgatccectatggtgcactctcagtacaatctgctcectgatgeccgecatagt
taagccagtatctgctccctgecttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagceta
caacaaggcaaggcttgaccgacaattgcatgaagaatctgcttagggttaggecgttttgegetgette
gcgatgtacgggccagatatacgcgttgacattgattattgactagttattaatagtaatcaattacgg
ggtcattagttcatagcccatatatggagttccgecgttacataacttacggtaaatggcccgectgget
gaccgcccaacgacccccgceccattgacgtcaataatgacgtatgttcecccatagtaacgccaataggga
ctttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatc
atatgccaagtacgccccecctattgacgtcaatgacggtaaatggcccgecctggecattatgeccagtaca
tgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattaccatggtgatge
ggttttggcagtacatcaatgggcgtggatagcggtttgactcacggggatttccaagtctccacccca
ttgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccg
ccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctcectggctaa
ctagagaacccactgcttactggcttatcgaaattaatacgactcactatagggatacccaagcttatg
gactacaaagacgatgacgacaagggatccctgtacttccaatccatggagaccgacgtccacatatac
ctgccgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaac
tttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagattttttagttc
tttaggcccgtagtctgcaaatceccttttatgattttctatcaaacaaaagaggaaaatagaccagttge
aatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgataaagcag
gcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttaggtecttt
ttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgctaacacagt
acataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaaccttta
ctaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagccatataagg



aaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaaaatgaaa
aatataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggcctggacgttt
gggacagctggccattacaaaacactgacggcactgtcgcaaactatcacggctaccacatcgtctttg
cattagccggagatcctaaaaatgcggatgacacatcgatttacatgttctatcaaaaagtcggcgaaa
cttctattgacagctggaaaaacgctggccgcgtctttaaagacagcgacaaattcgatgcaaatgatt
ctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatccgtt
tattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtat
cagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggtgacggaa
aaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccatacgctga
gagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaactgaag
atggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattctteccgte
aagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggcgctctcggta
tgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaacacagtaa
cagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgactcccgeg
gatcaaaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaattctt
taactggcccatacaagccgctgaacaaaactggeccttgtgttaaaaatggatcttgatcecctaacgatyg
taacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattacaagcectata
tgacaaacagaggattctacgcagacaaacaatcaacgtttgcgcctagcttcctgctgaacatcaaag
gcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaac
gcaaaagaaaatgccgatatcctattggcattgacggtctccagtaaaggtggatacggatctagaggg
ccctattctatagtgtcacctaaatgctagagctcgectgatcagectcgactgtgecttctagttgeca
gccatctgttgtttgccceccteccececegtgecttecttgaccctggaaggtgeccacteccactgtecttte
ctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggg
gcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggce
ttctgaggcggaaagaaccagctggggctctagggggtatccccacgegecctgtageggegecattaag
cgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgeccagecgecctagegececgetecttt
cgctttcttcceccttectttcectecgeccacgttegecggetttecececgtcaagetctaaatecggggecatecce
tttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacyg
tagtgggccatcgccctgatagacggtttttecgecctttgacgttggagtccacgttectttaatagtgg
actcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggatttt
ggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtgg
aatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgceca
tctcaattagtcagcaaccaggtgtggaaagtccccaggctceccccagcaggcagaagtatgcaaageat
gcatctcaattagtcagcaaccatagtcccgcccctaactccgecccateccecgeccecctaactecgeccag
ttccgcccattcecteccgecccatggectgactaattttttttatttatgcagaggecgaggecgectetge
ctctgagctattccagaagtagtgaggaggcttttttggaggecctaggecttttgcaaaaagcteccecggg
agcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaaga
tggattgcacgcaggttctccggeccgcttgggtggagaggctattcggectatgactgggcacaacagac
aatcggctgctctgatgccgececgtgtteccggectgtcagegcaggggcgeccggttetttttgtcaagac
cgacctgtccggtgeccecctgaatgaactgcaggacgaggcagcgcecggctatecgtggetggeccacgacggg
cgttccttgcgcagectgtgectcgacgttgtcactgaagcgggaagggactggcectgectattgggecgaagt
gccggggcaggatctcecctgtcatctcaccttgectectgeccgagaaagtatccatcatggectgatgcaat
gcggcggctgcatacgcttgatccggctacctgecccattcgaccaccaagcgaaacatcgecatcgageg
agcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctege
gccagccgaactgttcgccaggctcaaggcgecgcatgecccgacggcecgaggatctecgtegtgacccatgg
cgatgcctgcttgccgaatatcatggtggaaaatggccgcecttttectggattcatcgactgtggecgget
gggtgtggcggaccgctatcaggacatagcgttggctaccecgtgatattgectgaagagecttggecggega
atgggctgaccgcttcctegtgetttacggtatcgecgectececcgattecgcagecgecatecgecttcetateg
ccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgecccaacctyg
ccatcacgagatttcgattccaccgccgcecttcectatgaaaggttgggecttecggaatecgtttteccgggac
gccggctggatgatcctccagecgecggggatctcatgectggagttcecttegeccacceccaacttgtttatt
gcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactg
cattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctage
tagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgectcacaattccacac
aacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaatt
gcgttgcgctcactgcccecgcecttteccagtcgggaaacctgtecgtgeccagetgecattaatgaatcggeccaa
cgcgcggggagaggcggtttgegtattgggecgectcecttecgettectegetcactgactecgetgegeteg
gtcgttcggctgcggcgagecggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggg
gataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgegttyg
ctggcgtttttccataggctccgeccececctgacgagcatcacaaaaatcgacgctcaagtcagaggtgg
cgaaacccgacaggactataaagataccaggcgtttcccecctggaagctcececctegtgegetetectgtt



ccgaccctgceccgcecttaccggatacctgtceccgectttcectececttecgggaagecgtggegetttcectcaatge
tcacgctgtaggtatctcagttcggtgtaggtcgttcgectccaagctgggctgtgtgcacgaaccccce
gttcagcccgaccgctgecgecttatccggtaactatcgtcecttgagtccaacccggtaagacacgactta
tcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttce
ttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcecca
gttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtageggtggtttt
tttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacyg
gggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatc
ttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttgg
tctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttecgttcatceccata
gttgcctgactcccecgtecgtgtagataactacgatacgggagggcttaccatctggecccagtgectgea
atgataccgcaagacccacgctcaccggctccagatttatcagcaataaaccagccageccggaagggcec
gagcgcagaagtggtcctgcaactttatccgecctccatccagtctattaattgttgeccgggaagectaga
gtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacge
tcgtcgtttggtatggcttcattcagcteccggttcccaacgatcaaggcgagttacatgatcecccececcatyg
ttgtgcaaaaaagcggttagctccttcggteccteccgategttgtcagaagtaagttggeccgcagtgtta
tcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgecttttectgtg
actggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgececcggeg
tcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttctteg
gggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcecgtgcacccaac
tgatcttcagcatcttttactttcaccagecgtttctgggtgagcaaaaacaggaaggcaaaatgccgceca
aaaaagggaataagggcgacacggaaatgttgaatactcatactcttcecctttttcaatattattgaage
atttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggg
gttccgcgcacatttccccgaaaagtgccacctgacgtce



