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PCMV-MCS-P2A-mCherry-HA-Hyg

7 i 77 i A4 TR f13%
D2822-1pg pCMV-MCS-P2A-mCherry-HA-Hyg 1ug
D2822-100ug pCMV-MCS-P2A-mCherry-HA-Hyg 100ug
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Feature Nucleotide Position
AmpR 63-923
AmpR promoter 924-1016
CMV enhancer 1101-1404
CMV promoter 1405-1608
T3 promoter 1654-1672
P2A 1769-1834
mCherry 1835-2542
HA 2549-2575
T7 promoter 2630-2648
SV40 poly(A) signal 2922-3043
1 ori 3050-3505
AmpR promoter 3532-3636
SV40 promoter 3638-3995
SV40 ori 3846-3981
HygR 4030-5055

HSV TK poly(A) signal 5287-5334
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Sacl

HA

Apal (2583)
T7 promoter

CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACCGCGGTG
CCCTTGTTTT CGACCTCGAG GTGGCGCCAC

GCTTTAATTG

Notl

GGAGTGATTT
Xmal
Smal

GCGGCCGCTC TAGCCCGGGC
CGCCGGCGAG ATCGGGCCCG

Sall Bglll Xhol G
GTCGACAGAT CTCTCGAGGG
CAGCTGTCTA GAGAGCTCCC

BamHI
GGATCCAAGC

CCTAGGTTCG
P2A

Hindl11

EcoRl1

EcoRV

Xbal (2543)

TTCTGCAGGA ATTCGATATC

AAGACGTCCT TAAGCTATAG
sequence

S G
AAGCGGAGCT
TTCGCCTCGA

T N F S L L K
ACTAACTTCA GCCTGCTGAA
TGATTGAAGT CGGACGACTT

Q AG DV E E

GCAGGCTGGA
CGTCCGACCT

AGGAGGATAA
TCCTCCTATT

ATGGAGGGCT
TACCTCCCGA

GGGCCGCCCC
CCCGGCGGGG

GTGGCCCCCT
CACCGGGGGA

GACGTGGAGG
CTGCACCTCC

CATGGCCATC
GTACCGGTAG

CCGTGAACGG
GGCACTTGCC

TACGAGGGCA
ATGCTCCCGT

GCCCTTCGCC
CGGGAAGCGG

N P G
AGAACCCTGG
TCTTGGGACC

ATCAAGGAGT
TAGTTCCTCA

CCACGAGTTC
GGTGCTCAAG

CCCAGACCGC
GGGTCTGGCG

TGGGACATCC
ACCCTGTAGG
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P |mCherry sequence

ACCTATGGTG
TGGATACCAC

TCATGCGCTT
AGTACGCGAA

GAGATCGAGG
CTCTAGCTCC

CAAGCTGAAG
GTTCGACTTC

TGTCCCCTCA
ACAGGGGAGT

AGCAAGGGCG
TCGTTCCCGC

CAAGGTGCAC
GTTCCACGTG

GCGAGGGCGA
CGCTCCCGCT

GTGACCAAGG
CACTGGTTCC

GTTCATGTAC
CAAGTACATG
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5663-6251

NdelI (1274)

P2A

Nhel (1631)
T3 promoter

Sacl (1689)
NotI (1702)

Xmal (1714)
Smal (1716)
BamHI (1721)
HindIII (1727)
EcoRI (1739)
EcoRV (1747)
Sall (1751)
BglIl (1757)
Xhol (1763)




2051 GGCTCCAAGG CCTACGTGAA GCACCCCGCC GACATCCCCG ACTACTTGAA
CCGAGGTTCC GGATGCACTT CGTGGGGCGG CTGTAGGGGC TGATGAACTT
2101 GCTGTCCTTC CCCGAGGGCT TCAAGTGGGA GCGCGTGATG AACTTCGAGG
CGACAGGAAG GGGCTCCCGA AGTTCACCCT CGCGCACTAC TTGAAGCTCC
2151 ACGGCGGCGT GGTGACCGTG ACCCAGGACT CCTCCCTGCA GGACGGCGAG
TGCCGCCGCA CCACTGGCAC TGGGTCCTGA GGAGGGACGT CCTGCCGCTC
2201 TTCATCTACA AGGTGAAGCT GCGCGGCACC AACTTCCCCT CCGACGGCCC
AAGTAGATGT TCCACTTCGA CGCGCCGTGG TTGAAGGGGA GGCTGCCGGG
2251 CGTAATGCAG AAGAAGACCA TGGGCTGGGA GGCCTCCTCC GAGCGGATGT
GCATTACGTC TTCTTCTGGT ACCCGACCCT CCGGAGGAGG CTCGCCTACA
2301 ACCCCGAGGA CGGCGCCCTG AAGGGCGAGA TCAAGCAGAG GCTGAAGCTG
TGGGGCTCCT GCCGCGGGAC TTCCCGCTCT AGTTCGTCTC CGACTTCGAC
2351 AAGGACGGCG GCCACTACGA CGCTGAGGTC AAGACCACCT ACAAGGCCAA
TTCCTGCCGC CGGTGATGCT GCGACTCCAG TTCTGGTGGA TGTTCCGGTT
2401 GAAGCCCGTG CAGCTGCCCG GCGCCTACAA CGTCAACATC AAGTTGGACA
CTTCGGGCAC GTCGACGGGC CGCGGATGTT GCAGTTGTAG TTCAACCTGT
2451 TCACCTCCCA CAACGAGGAC TACACCATCG TGGAACAGTA CGAACGCGCC
AGTGGAGGGT GTTGCTCCTG ATGTGGTAGC ACCTTGTCAT GCTTGCGCGG
Xbal |
2501 GAGGGCCGCC ACTCCACCGG CGGCATGGAC GAGCTGTACA AGTCTAGATA
CTCCCGGCGG TGAGGTGGCC GCCGTACCTG CTCGACATGT TCAGATCTAT
HA tag
P Y D V P DY A Apal
2551 CCCATACGAT GTTCCAGATT ACGCTTAAGG GCCCGGTACC TTAATTAATT
GGGTATGCTA CAAGGTCTAA TGCGAATTCC CGGGCCATGG AATTAATTAA
> PCMV-MCS-P2A-mCherry-HA-Hyg = % HIBF U S 045
Aarl Absl Acvi Afel Agel Ahll Aor51HI
Ascl AsiGl Bael BbrPI Bcul Blpl Bpul1021
BsePl BshTl BsiWl Bsp68I Bspl17201 BspQl BssHII
BssNAI Bst11071 BstENI Bstz171 BtuMl Celll CspAl
Eco47111 Eco721 EcoNI Fsel FspAl 1-Ceul 1-Ppol
1-Scel Lgul MauBI Mrel Mssl Nrul PalAl
Paul PcisSl PFI2311 P1-Pspl P1-Scel PinAl PmaCl
Pmel Pmil PpuMl Psp511 PspCl PspLl1 PspPPI
PspXl1 Psri Rigl SanDI Sapl SgrDI Sgsl
Smil Spel Swal Xagl
> pCMV-MCS-P2A-mCherry-HA-Hyg " ) BB A7 S35 -
Accl GT MK, AC 1752 MIul A~CGCG,T
ATLLI C,TTAA,G 2574 Mscl TGG]CCA
Apal G,GGCC™C 2583 Ndel CA™TA,TG
AsiSl GCG,AT CGC 4394 Nhel G~CTAG,C
BamH1 G~ GATC,C 1721 Notl GC~GGCC,GC
Bbsl GAAGACNNNNNN, 2270 PaeR71  C TCGA,G
BbvCl CC™TCA,GC 2373 Pcil ATCATG,T
Bcgl » NN~ (N)10)CGANNNNNNTGC(N)19,NN~ 641 PFIFI GACN™N,NGTC
Bcll T GATC,A 2815 PFIMI CCAN,NNNTNTGG
Bglll ATGATC,T 1757 PshAl GACNN|NNGTC
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BmgBI CAC|GTC 1813  PspOMI G GGCC,C 2579

Bmt1 G,CTAG™C 1635 Rsrll  CG GWC,CG 4438
Bpulol  CC TNA,GC 2373 Sacl G,AGCT™C 1689
Bsgl GTGCAGNNNNNNNNNNNNNN , NN 2429  sacll  CC,GC GG 1696
BsmBI CGTCTCN NNNN, 1803  sall G TCGA,C 1751
BspDI AT™CG,AT 3008  Sbfl CC,TGCA GG 2190
BsrGI T~GTAC,A 2535  SFil GGCCN, NNN"NGGCC 3933
BstBI TT°CG,AA 5071  SgrAl  CR"CCGG,YG 2516
BstXI CCAN, NNNN"NTGG 1697  Smal CCCGGG 1716
Clal AT™CG,AT 3998  SnaBl  TAC|GTA 1380
CspCl ,NN™ (N)1;CAANNNNNGTGG(N)10,NN™ 1416  Srfl GCCC|GGGC 1716
Earl CTCTTCNNNN, 931  TspMI  C CCGG,G 1714
Eco53kl  GAG|CTC 1687 Ithlll GACN™N,NGTC 4534
EcoRI G AATT,C 1739 Xbal T~CTAG,A 2543
ECORV  GAT|ATC 1747 Xcml CCANNNN,N"NNNNTGG 2521
Esp3l CGTCTCN NNNN, 1803 Xhol C TCGA,G 1763
HindI11  A“AGCT,T 1727 Xmal C CCGG,G 1714
Hpal GTT|AAC 2921 Xmnl GAANNNNTTC 735
MFel C AATT,G 2908
» pCMV-MCS-P2A-mCherry-HA-Hyg i R 55 fi N B A7 7 I, #3545 A B0 2 1a) 0 5 51 0 T30 e 1) il /5 51 #ImCherry
primer 40 U1 R -

T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
mCherry primer (1837-1853): 5 CCTCGCCCTTGCTCACC 3'
> pCMV-MCS-P2A-mCherry-HA-Hyg 1 4: 7 55 Bl 2% 28 2 K 1 W iz ik s S

BRER:
PR A A TR %
D2822-1ug pCMV-MCS-P2A-mCherry-HA-Hyg 1pg
D2822-100ug pCMV-MCS-P2A-mCherry-HA-Hyg 100ug
_ PP 14
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PEIRAZ (0 TR AT LU o B ) e kAT S, SOE Rk AT S e .

2. 100pg L AT i BRI 0. g/l 3kImle AT A 2 T i U 5 e el .

3. pCMV-MCS-P2A-mCherry-HA-HygFURL/E 22 7 B A 153E MR VI G 7T IS N RIA R H I2EN, TiEEEAZER fH Bifiltag
Z A IADREEE — 0, B R B G R AR RS AR o R A I R AT LR R B R T e AT L

SE R :
1. KimJH, Lee SR, Li LH, Park HJ, Park JH, et al. PLoS One. 2011. 6(4):e18556.
2. Ryan MD, King AM, Thomas GP. J Gen Virol. 1991. 72(11):2727-32.
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L) ILLE a3
ST1389-50mg Hygromycin B (#% %B) 50mg
ST1389-250mg Hygromycin B (7% %B) 250mg

ST1389-1g Hygromycin B (7% %B) 1g

ST1389-5g Hygromycin B (3% %B) 5g
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C0533-0.5ml Lipo8000 ™% BLix 5| 0.5ml

C0533-1.5ml Lipo8000 ™ % 4 7 1.5ml

C0533-7.5ml Lipo8000™ % 44 7 7.5ml
D2633 pCMV-MCS-P2A-EGFP-Flag-Neo 1ug/100ug
D2640 pCMV-MCS-P2A-EGFP-HA-Neo 1ug/100ug
D2673 pCMV-MCS-P2A-EGFP-Myc-Neo 1pg/100ug
D2723 pCMV-N-Flag-MCS-P2A-EGFP-Neo 1ug/100ug
D2734 pCMV-N-HA-MCS-P2A-EGFP-Neo 1ug/100ug
D2738 pCMV-N-His-MCS-P2A-EGFP-Neo 1ug/100ug
D2757 pCMV-N-Myc-MCS-P2A-EGFP-Neo 1ug/100ug
D2795 pCMV-N-Flag-MCS-P2A-mCherry-Hyg 1pg/100ug
D2796 pCMV-N-HA-MCS-P2A-mCherry-Hyg 1ug/100ug
D2797 pCMV-N-Myc-MCS-P2A-mCherry-Hyg 1ug/100ug
D2798 pCMV-MCS-P2A-mCherry-Flag-Hyg 1pg/100pg
D2799 pCMV-N-Flag-MCS-P2A-mCherry-Pur 1pg/100pg
D2801 pCMV-N-HA-MCS-P2A-mCherry-Pur 1ug/100ug
D2803 pCMV-N-Myc-MCS-P2A-mCherry-Pur 1pg/100pg
D2807 pCMV-N-HA-MCS-P2A-EGFP-Bla 1ug/100ug
D2808 pCMV-N-Myc-MCS-P2A-EGFP-Bla 1ug/100ug
D2809 pCMV-MCS-P2A-EGFP-Flag-Bla 1ug/100ug
D2810 pCMV-N-Flag-MCS-P2A-EGFP-Zeo 1ug/100ug
D2811 pCMV-N-HA-MCS-P2A-EGFP-Zeo 1ug/100ug
D2812 pCMV-N-Myc-MCS-P2A-EGFP-Zeo 1pg/100pg
D2813 pCMV-MCS-P2A-EGFP-Flag-Zeo 1pg/100pg
D2814 pCMV-MCS-P2A-EGFP-HA-Bla 1pg/100pg
D2819 pCMV-MCS-P2A-EGFP-Myc-Bla 1ug/100ug
D2823 pCMV-MCS-P2A-mCherry-Myc-Hyg 1pg/100pg
D2824 pCMV-MCS-P2A-mCherry-HA-Pur 1ug/100ug
D2825 pCMV-MCS-P2A-mCherry-Myc-Pur 1pg/100ug
D2826 pCMV-MCS-P2A-mCherry-Flag-Pur 1pg/100ug
D2827 pCMV-N-Flag-MCS-P2A-EGFP-Bla 1pg/100ug
D2828 pCMV-MCS-P2A-EGFP-HA-Zeo 1ug/100ug
D2829 pCMV-MCS-P2A-EGFP-Myc-Zeo 1ug/100ug
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