Vector information sheet

Dated: 8" May 2013

Vector Name

pCDNAS3-C-Flag-LIC

Source

Grazyna Kochan

Sequence accession/link

(SGC)

Description

Mammalian expression vector with Flag tag as C-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

C-terminal fusion — seq. ASKGGYGSDYKDDDDK
C-terminal fusion — MW 1605.6 Da

Termination codons Present in vector
Protease cleavage no

Additional features

Preferred host

Mammalian cell lines (HEK HelLa, BHK BSC 1letc.

5’ sequencing primer

pcDNA3-fwd (50), and T7fwd.
TCCAAAATGTCGTAACAACTCC

3’ sequencing primer

pcDNA3-rev (48):
TTTTATTAGGAAAGGACAGTGG

Cmv

AmpR I T
/f HindIll (S90)
LIC 5 (900)

ColE1

7371 bp

pcDMNA3-C-Flag-LIC —
. ___SacB

Fstl (4253
Smal{4o018)
Hmal(4016)

Bsal

\ Bsal
LIC 3" 2840
EBamHI (=857

Flag tag




Polylinker region:

M
881 GGATACCCAA GCTTACCTGT ACTTCCAATC CATGGAGACC GACGTCCACA
HINDITIT LIC 5’ BSAI
931 TATACCTGCC SacB linker GCCGATATCC TATTGGCATT

A S K G G Y G S D Y K D D D
2831 GACGGTCTCC AGTAAAGGTG GATACGGATC CGACTACAAG GATGACGATG
BSATI LIC3 BAMHI

K
2881 ACAAGTGAGC

Primers for LIC cloning:

Upstream: add TACTTCCAATCCATG to the 5’ end (ATG in-frame with the desired coding
sequence).

Downstream: add TATCCACCTTTACTGGA to 5 end of downstream primer.

pcDNA3-C-Flag-LIC sequence:

gacggatcgggagatctcccgatcccecctatggtgcactctcagtacaatctgetcectgatgecgecatagt
taagccagtatctgctccecctgecttgtgtgttggaggtcgectgagtagtgecgecgagcaaaatttaageta
caacaaggcaaggcttgaccgacaattgcatgaagaatctgcttagggttaggcgttttgecgectgettce
gcgatgtacgggccagatatacgcgttgacattgattattgactagttattaatagtaatcaattacgg
ggtcattagttcatagcccatatatggagttccgecgttacataacttacggtaaatggccecgectgget
gaccgcccaacgacccccgceccattgacgtcaataatgacgtatgttecccatagtaacgccaataggga
ctttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatc
atatgccaagtacgccccecctattgacgtcaatgacggtaaatggecccgectggcattatgecccagtaca
tgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattaccatggtgatgce
ggttttggcagtacatcaatgggcgtggatagcggtttgactcacggggatttccaagtctccacccca
ttgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccg
ccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctcectggctaa
ctagagaacccactgcttactggcttatcgaaattaatacgactcactatagggatacccaagcttacc
tgtacttccaatccatggagaccgacgtccacatatacctgccgttcactattatttagtgaaatgaga
tattatgatattttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaa
tacagagaatgaaaagaaacagatagattttttagttctttaggcccgtagtctgcaaatccttttatyg
attttctatcaaacaaaagaggaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtc
gaaaagtaaatcgcgcgggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtyg
tatactttggcgtcaccccttacatattttaggtectttttttattgtgecgtaactaacttgceccatctte
aaacaggagggctggaagaagcagaccgctaacacagtacataaaaaaggagacatgaacgatgaacat
caaaaagtttgcaaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactca
agcgtttgcgaaagaaacgaaccaaaagccatataaggaaacatacggcatttcccatattacacgcecca
tgatatgctgcaaatccctgaacagcaaaaaaatgaaaaatataaagttcctgagttcgattcecgtccac
aattaaaaatatctcttctgcaaaaggcctggacgtttgggacagctggccattacaaaacactgacgg
cactgtcgcaaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgecggatga
cacatcgatttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggcecg
cgtctttaaagacagcgacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtc
aggttcagccacatttacatctgacggaaaaatccgtttattctacactgatttctccggtaaacatta
Ccggcaaacaaacactgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacgg
tgtagaggattataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcga
tgaaggcaactacagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggcca



caaatacttagtatttgaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaa
caaagcatactatggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataa
aaaacgcacggctgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaa
aaaagtgatgaaaccgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaa
aatgaacggcaaatggtacctgttcactgactcccgcggatcaaaaatgacgattgacggcattacgtce
taacgatatttacatgcttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaac
tggccttgtgttaaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcecgectgtacce
tcaagcgaaaggaaacaatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaaca
atcaacgtttgcgcctagcttcecctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagecat
ccttgaacaaggacaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcat
tgacggtctccagtaaaggtggatacggatccgactacaaggatgacgatgacaagtgagcggccgcetce
gagcatgcatctagagggccctattctatagtgtcacctaaatgctagagctcgectgatcagectcgac
tgtgccttctagttgccagccatctgttgtttgeccecctececececegtgecttecttgaccectggaaggtge
cactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctat
tctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctgggga
tgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcecccacgegcece
ctgtagcggcgcattaagcgcggcgggtgtggtggttacgecgcagecgtgaccgctacacttgeccagege
cctagcgcccecgcectcectttegetttetteccttectttetecgecacgttegecggetttececegtcaage
tctaaatcggggcatccctttagggttccgatttagtgectttacggcacctcgaccccaaaaaacttga
ttagggtgatggttcacgtagtgggccatcgccctgatagacggtttttegecctttgacgttggagte
cacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcettt
tgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaa
cgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcag
aagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcecccctaactceccgeccatcecce
gcccctaactccgcecccagttececgeccattcectecgecccatggetgactaattttttttatttatgecaga
ggccgaggccgcctcectgectcectgagctattccagaagtagtgaggaggettttttggaggectaggett
ttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcecgtt
tcgcatgattgaacaagatggattgcacgcaggttctccggecgettgggtggagaggctattecggeta
tgactgggcacaacagacaatcggctgctctgatgeccgececgtgttecggetgtcagecgcaggggcgcece
ggttctttttgtcaagaccgacctgtccggtgececctgaatgaactgcaggacgaggcagcgecggcetate
gtggctggccacgacgggcgttceccttgecgcagetgtgectecgacgttgtcactgaagecgggaagggactg
gctgctattgggcgaagtgccggggcaggatctcecctgtcatctcaccttgectectgeccgagaaagtatce
catcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgceccattcgaccaccaagce
gaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga
agagcatcaggggctcgcgccagccgaactgttcecgeccaggectcaaggcecgecgecatgeccgacggcecgagga
tctcgtcgtgacccatggcgatgectgecttgecgaatatcatggtggaaaatggececgettttetggatt
catcgactgtggccggctgggtgtggcggaccgctatcaggacatagecgttggectacccgtgatattge
tgaagagcttggcggcgaatgggctgaccgcttcecctecgtgetttacggtatcgeccgectececgattecgea
gcgcatcgceccttctatcgecttecttgacgagttecttectgagegggactectggggttcgaaatgaccgac
caagcgacgcccaacctgccatcacgagatttcgattccaccgecgecttectatgaaaggttgggette
ggaatcgttttccgggacgccggctggatgatcctceccagegeggggatcectcatgectggagttettegee
caccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaat
aaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgt
ataccgtcgacctctagctagagcttggcgtaatcatggtcatagectgtttectgtgtgaaattgttat
ccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagecctggggtgecctaatgagtg
agctaactcacattaattgcgttgcgctcactgcccgcecttteccagtcgggaaacctgtecgtgecagetg
cattaatgaatcggccaacgcgcggggagaggcggtttgegtattgggegetctteecgettectegete
actgactcgctgcgctcggtcgttecggectgecggcgagecggtatcagctcactcaaaggecggtaatacgg
ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaac
cgtaaaaaggccgcgttgctggecgtttttccataggctcececgeccecectgacgagcatcacaaaaatcga
cgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggecgtttceccecctggaagcetcece
ctcgtgcgctctectgttceccgaccctgecgecttaccggatacctgteecgecttteteeccttegggaage
gtggcgctttctcaatgctcacgctgtaggtatctcagttecggtgtaggtecgttecgeteccaagetggge
tgtgtgcacgaacccccecgttcagececcgaccgectgegecttateccggtaactatecgtettgagteccaac
ccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgta
ggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatce
tgcgctctgctgaagccagttaccttcggaaaaagagttggtagectcttgatccggcaaacaaaccacce
gctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagat
cctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatg
agattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagt



atatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgt
ctatttcgttcatccatagttgcctgactccececgtecgtgtagataactacgatacgggagggcttacca
tctggccccagtgctgcaatgataccgcaagacccacgctcaccggctccagatttatcagcaataaac
cagccagccggaagggccgagcgcagaagtggtcctgcaactttatcecgecteccateccagtctattaat
tgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctaca
ggcatcgtggtgtcacgctcgtcecgtttggtatggcttcattcagectccggttcccaacgatcaaggega
gttacatgatcccccatgttgtgcaaaaaagcggttagctceccttecggtectecgatecgttgtcagaagt
aagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatcce
gtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccg
agttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatce
attggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaa
cccactcgtgcacccaactgatcttcagcatcecttttactttcaccagecgtttctgggtgagcaaaaaca
ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttectt
tttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttag
aaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgte



