Vector information sheet

Dated: 8" May 2013

Vector Name

pcDNA3-N-GFP-LIC

Source

Grazyna Kochan

Sequence accession/link

(SGC)

Description Mammalian expression vector with GFP 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 Ampicillin, 100 (g/ml

resistance

Promoter CMV

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

dGTP)

Initiation Supplied in PCR primer

codon

N-terminal MVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICT

fusion — seq. TGKLPVPWPTLVTTLTYGVQCFSRYPDHMKQHDFFKSAMPEGYVQERTIF

FKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYNSHN
VYIMADKQKNGIKVNFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNH
YLSTQSALSKDPNEKRDHMVLLEFVTAAGITLGMDELYKGSLYFQSM
(Met-from cloned gene)

N-terminal 27855.52 Da including Met

fusion — MW

Termination supplied in PCR primer

codons

Protease no

cleavage

Additional

features

Preferred host

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

5’ sequencing
primer

pcDNA3-N-GFP-fwd
TGAGCACCCAGTCCGCCC

3’ sequencing
primer

pcDNAS3-rev (48):
TTTTATTAGGAAAGGACAGTGG




\ — / HindIII (890)
4 _GFP

BamHI (1613)
~__LIc¥

= “Bsal

pcDNA3-N-GFP-LIC

8043 bp

Polylinker region:

1351 TTTGAGATGA GGATAAAATA CTCTGAGTCC AAACCGGGCC CCTCTGCTAA

1401 CCATGTTCAT GCCTTCTTCT TTTTCCTACA GCTCCTGGGC AACGTGCTGG

M GFP

1451 TTTGTGCTGT CGACCCCAAG CTTATG--——=—=—=—=———————————————————
HINDIII

G S L Y F O S M

1501 GGATCCCTGT ACTTCCAATC CATGGAGACC GACGTCCACA TATACCTGCC
LIC 57 BSAI

3431 SacB linker - TATTGGCATT GACGGTCTCC
BSATI

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-GFP-LIC sequence:
gacggatcgggagatctcccgatcccectatggtgcactctcagtacaatctgctctgatgececgecatagt

taagccagtatctgctccecctgecttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagceta
caacaaggcaaggcttgaccgacaattgcatgaagaatctgcttagggttaggecgttttgegetgette



gcgatgtacgggccagatatacgcgttgacattgattattgactagttattaatagtaatcaattacgg
ggtcattagttcatagcccatatatggagttccgecgttacataacttacggtaaatggcccgectggcet
gaccgcccaacgacccccgcecccattgacgtcaataatgacgtatgttcecccatagtaacgeccaataggga
ctttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatc
atatgccaagtacgccccecctattgacgtcaatgacggtaaatggcccgectggcattatgecccagtaca
tgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattaccatggtgatge
ggttttggcagtacatcaatgggcgtggatagcggtttgactcacggggatttccaagtctccacccca
ttgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccg
ccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaa
ctagagaacccactgcttactggcttatcgaaattaatacgactcactatagggatacccaagcttatg
gtgagcaagggcgaggagctgttcaccggggtggtgcccatcecctggtcgagectggacggcgacgtaaac
ggccacaagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagtte
atctgcaccaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggegtgecag
tgcttcagccgctaccccgaccacatgaagcagcacgacttcecttcaagteccgeccatgeccgaaggcectac
gtccaggagcgcaccatcttcttcaaggacgacggcaactacaagacccgcgccgaggtgaagttcgag
ggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctgggg
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatce
aaggtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagctcgceccgaccactaccagcag
aacacccccatcggcgacggcecceccgtgectgectgeccgacaaccactacctgagcacccagtecgecctg
agcaaagaccccaacgagaagcgcgatcacatggtcctgectggagttecgtgaccgecgecgggatcact
ctcggcatggacgagctgtacaagggatccctgtacttccaatccatggagaccgacgtccacatatac
ctgccgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaac
tttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagattttttagttc
tttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagaccagttge
aatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgataaagcag
gcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttaggtecttt
ttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgctaacacagt
acataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaaccttta
ctaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagccatataagg
aaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaaaatgaaa
aatataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggcctggacgttt
gggacagctggccattacaaaacactgacggcactgtcgcaaactatcacggctaccacatcgtctttg
cattagccggagatcctaaaaatgcggatgacacatcgatttacatgttctatcaaaaagtcggcgaaa
cttctattgacagctggaaaaacgctggccgcgtctttaaagacagcgacaaattcgatgcaaatgatt
ctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatccgtt
tattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaacgtat
cagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggtgacggaa
aaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccatacgctga
gagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaactgaag
atggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattcttcecgte
aagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggcgctctecggta
tgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaacacagtaa
cagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgactcccgeg
gatcaaaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaattctt
taactggcccatacaagccgctgaacaaaactggccttgtgttaaaaatggatcttgatcctaacgatyg
taacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattacaagctata
tgacaaacagaggattctacgcagacaaacaatcaacgtttgcgcctagcttecctgectgaacatcaaag
gcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaac
gcaaaagaaaatgccgatatcctattggcattgacggtctccagtaaaggtggatacggatctagaggg
ccctattctatagtgtcacctaaatgctagagctcgctgatcagectecgactgtgecttectagttgeca
gccatctgttgtttgccceccteccececececgtgecttecttgaccctggaaggtgeccacteccactgtecttte
ctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggg
gcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggectctatgge
ttctgaggcggaaagaaccagctggggctctagggggtatccccacgecgcecctgtageggegcattaag
cgcggcgggtgtggtggttacgcgcagecgtgaccgctacacttgccagecgecctagegeeccgetecttt
cgctttcttcececttectttectegecacgttecgecggettteeccegtcaagetectaaatecggggecatece
tttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacg
tagtgggccatcgccctgatagacggtttttcecgeccctttgacgttggagtccacgttectttaatagtgg
actcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggatttt
ggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtgg
aatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgceca



tctcaattagtcagcaaccaggtgtggaaagtccccaggctceccccagcaggcagaagtatgcaaageat
gcatctcaattagtcagcaaccatagtcccgcecccctaactceccgeccatceccgeccecctaactecgececag
ttccgcccattctececgecccatggectgactaattttttttatttatgcagaggeccgaggecgectetge
ctctgagctattccagaagtagtgaggaggcttttttggaggcctaggecttttgcaaaaagctccecggg
agcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaaga
tggattgcacgcaggttctccggeccgcttgggtggagaggctattcggectatgactgggcacaacagac
aatcggctgctctgatgccgeccgtgtteccggectgtcagegcaggggcgeccggttetttttgtcaagac
cgacctgtccggtgeccctgaatgaactgcaggacgaggcagcgcggctatcgtggectggeccacgacggg
cgttccttgcgcagectgtgectcgacgttgtcactgaagcgggaagggactggctgectattgggecgaagt
gccggggcaggatctcecctgtcatctcaccttgctecctgecgagaaagtatccatcatggetgatgecaat
gcggcggctgcatacgcttgatceccggctacctgecccattcgaccaccaagcgaaacatcgecatcgageg
agcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctecge
gccagccgaactgttcgccaggctcaaggcgecgcatgecccgacggcgaggatctecgtegtgacccatgg
cgatgcctgcttgccgaatatcatggtggaaaatggccgcecttttectggattcatcgactgtggecgget
gggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagecttggecggega
atgggctgaccgcttcecctegtgetttacggtatcgecgetecccgattegecagegecatecgecttetateg
ccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctg
ccatcacgagatttcgattccaccgccgecttctatgaaaggttgggecttcggaatecgtttteccgggac
gccggctggatgatcctccagecgecggggatctcatgectggagttcttegeccaccccaacttgtttatt
gcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactg
cattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctage
tagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgectcacaattccacac
aacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaatt
gcgttgcgctcactgcecccgectttccagtcgggaaacctgtecgtgeccagectgecattaatgaatcggcecaa
cgcgcggggagaggcggtttgecgtattgggecgetecttcececgettectegetcactgactecgetgegeteg
gtcgttcggctgcggcgagcggtatcagectcactcaaaggcggtaatacggttatccacagaatcaggg
gataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgegttg
ctggcgtttttccataggctccgeccceccececctgacgagcatcacaaaaatcgacgctcaagtcagaggtgg
cgaaacccgacaggactataaagataccaggcgtttcceccecctggaagcectceccctegtgegetectectgtt
ccgaccctgccgcecttaccggatacctgtceccgectttectecccttcgggaagegtggegetttectcaatge
tcacgctgtaggtatctcagttcggtgtaggtcgttcgectccaagectgggectgtgtgcacgaacccecce
gttcagcccgaccgctgcecgecttatccggtaactatecgtecttgagtccaacccggtaagacacgactta
tcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttce
ttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcca
gttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagecggtggtttt
tttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacyg
gggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatc
ttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttgg
tctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttecgttcatccata
gttgcctgactcccececgtecgtgtagataactacgatacgggagggcttaccatctggeccccagtgetgceca
atgataccgcaagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggcce
gagcgcagaagtggtcctgcaactttatccgectccatccagtctattaattgttgeccgggaagectaga
gtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgce
tcgtcgtttggtatggcttcattcagcteccggttcccaacgatcaaggcgagttacatgatceccecatyg
ttgtgcaaaaaagcggttagctccttcggteccteccgatecgttgtcagaagtaagttggececgecagtgtta
tcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgecttttectgtyg
actggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgececcggeg
tcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttceg
gggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcecgtgcacccaac
tgatcttcagcatcttttactttcaccagecgtttctgggtgagcaaaaacaggaaggcaaaatgccgca
aaaaagggaataagggcgacacggaaatgttgaatactcatactcttcecctttttcaatattattgaage
atttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggg
gttccgcgcacatttccccgaaaagtgccacctgacgtce



