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pPCMV-N-Myc-MCS-P2A-mCherry-Pur

7 i 77 i A4 TR f13%
D2803-1pug pCMV-N-Myc-MCS-P2A-mCherry-Pur 1ug
D2803-100ug pCMV-N-Myc-MCS-P2A-mCherry-Pur 100ug
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Feature Nucleotide Position
AmpR 63-923
AmpR promoter 924-1016
CMV enhancer 1101-1404
CMYV promoter 1405-1608
T3 promoter 1654-1672
Myc 1713-1742
P2A 1812-1877
mCherry 1878-2588
T7 promoter 2640-2658
SV40 poly(A) signal 2932-3053
1 ori 3060-3515
AmpR promoter 3542-3646
SV40 promoter 3648-4005
SV40 ori 3856-3991

PuroR 4040-4639
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Sacl

Apal (2593)

CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACCGCGGTG
GCTTTAATTG GGAGTGATTT CCCTTGTTTT CGACCTCGAG GTGGCGCCAC

Notl
GCGGCCGCCA

Myc tag Xmal
JE Q K L 1 S E E D L Smal
TGGAGCAGAA ACTCATCTCT GAAGAGGATC TGAGCCCGGG

CGCCGGCGGT ACCTCGTCTT TGAGTAGAGA CTTCTCCTAG ACTCGGGCCC

BamH1

Hindl 11

EcoRlI

EcoRV Sall

Bglll Xhol

CGGATCCAAG CTTCTGCAGG AATTCGATAT CGTCGACAGA TCTCTCGAGT
GCCTAGGTTC GAAGACGTCC TTAAGCTATA GCAGCTGTCT AGAGAGCTCA

Spel
CTAGAACTAG
GATCTTGATC

G S G

P2A sequence

A T N F

S L L

K Q A

TGGAAGCGGA GCTACTAACT TCAGCCTGCT GAAGCAGGCT
ACCTTCGCCT CGATGATTGA AGTCGGACGA CTTCGTCCGA

G D V E
GGAGACGTGG
CCTCTGCACC

TAACATGGCC
ATTGTACCGG

GCTCCGTGAA
CGAGGCACTT

CCCTACGAGG
GGGATGCTCC

E N P
AGGAGAACCC
TCCTCTTGGG

ATCATCAAGG
TAGTAGTTCC

CGGCCACGAG
GCCGGTGCTC

GCACCCAGAC
CGTGGGTCTG

G P |mCherry sequence

TGGACCTATG
ACCTGGATAC

AGTTCATGCG
TCAAGTACGC

TTCGAGATCG
AAGCTCTAGC

CGCCAAGCTG
GCGGTTCGAC

D2803 pCMV-N-Myc-MCS-P2A-mCherry-Pur

GTGAGCAAGG
CACTCGTTCC

CTTCAAGGTG
GAAGTTCCAC

AGGGCGAGGG
TCCCGCTCCC

AAGGTGACCA
TTCCACTGGT

GCGAGGAGGA
CGCTCCTCCT

CACATGGAGG
GTGTACCTCC

CGAGGGCCGC
GCTCCCGGCG

AGGGTGGCCC
TCCCACCGGG
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4871-4918
5247-5835

NdelI (1274)

Nhel (1631)
T3 promoter

Sacl (1689)
NotI (1702)

Xmal (1745)
Smal (1747)

Xhol (1794)
Xbal (1800)
Spel (1806)
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2051 CCTGCCCTTC GCCTGGGACA TCCTGTCCCC TCAGTTCATG TACGGCTCCA

GGACGGGAAG CGGACCCTGT AGGACAGGGG AGTCAAGTAC ATGCCGAGGT
2101 AGGCCTACGT GAAGCACCCC GCCGACATCC CCGACTACTT GAAGCTGTCC

TCCGGATGCA CTTCGTGGGG CGGCTGTAGG GGCTGATGAA CTTCGACAGG
2151 TTCCCCGAGG GCTTCAAGTG GGAGCGCGTG ATGAACTTCG AGGACGGCGG

AAGGGGCTCC CGAAGTTCAC CCTCGCGCAC TACTTGAAGC TCCTGCCGCC
2201 CGTGGTGACC GTGACCCAGG ACTCCTCCCT GCAGGACGGC GAGTTCATCT

GCACCACTGG CACTGGGTCC TGAGGAGGGA CGTCCTGCCG CTCAAGTAGA
2251 ACAAGGTGAA GCTGCGCGGC ACCAACTTCC CCTCCGACGG CCCCGTAATG

TGTTCCACTT CGACGCGCCG TGGTTGAAGG GGAGGCTGCC GGGGCATTAC
2301 CAGAAGAAGA CCATGGGCTG GGAGGCCTCC TCCGAGCGGA TGTACCCCGA

GTCTTCTTCT GGTACCCGAC CCTCCGGAGG AGGCTCGCCT ACATGGGGCT
2351 GGACGGCGCC CTGAAGGGCG AGATCAAGCA GAGGCTGAAG CTGAAGGACG

CCTGCCGCGG GACTTCCCGC TCTAGTTCGT CTCCGACTTC GACTTCCTGC
2401 GCGGCCACTA CGACGCTGAG GTCAAGACCA CCTACAAGGC CAAGAAGCCC

CGCCGGTGAT GCTGCGACTC CAGTTCTGGT GGATGTTCCG GTTCTTCGGG
2451 GTGCAGCTGC CCGGCGCCTA CAACGTCAAC ATCAAGTTGG ACATCACCTC

CACGTCGACG GGCCGCGGAT GTTGCAGTTG TAGTTCAACC TGTAGTGGAG
2501 CCACAACGAG GACTACACCA TCGTGGAACA GTACGAACGC GCCGAGGGCC

GGTGTTGCTC CTGATGTGGT AGCACCTTGT CATGCTTGCG CGGCTCCCGG

Apal

2551 GCCACTCCAC CGGCGGCATG GACGAGCTGT ACAAGTAGGG GCCCGGTACC

CGGTGAGGTG GCCGCCGTAC CTGCTCGACA TGTTCATCCC CGGGCCATGG

> pCMV-N-Myc-MCS-P2A-mCherry-Pur 3% 7 (1 B A7 5 635«
Aarl Absl Acvl Afel AFIII Agel Aor51Hl1
Ascl AsiGl AsiSl Bael BbrPI Bfrl Blpl
BoxI Bpull021 BshTI Bsp68I Bsp17201 BspQl BspTlI
BssNAI Bst98l Bst11071 BstAFI BsStENI BstPAl Bstz171
BtuMl Celll CspAl Eco47111 Eco721 EcoNI Fsel
FspAl 1-Ceul 1-Ppol 1-Scel Lgul MauBI Mrel
MspClI Mssl Nrul PalAl PciSl PI1-Pspl PI-Scel
PinAl PmaCl Pmel PmI I PpuMl PshAl Psp511
PspCl PspPPI PspXl1 Psri Rgal Rigl SanDI
Sapl SfaAl Sgfl SgrDlI Sgsl Smil Swal
Vha4641 Xagl
> PCMV-N-Myc-MCS-P2A-mCherry-Purt () B U] A7 A0 45«

Accl GT MK,AC 1783 MIul ATCGCG,T 3054
Apal G,GGCC™C 2593 Ndel CA"TA,TG 1274
BamH1 G GATC,C 1752 Nhel G CTAG,C 1631
Bbsl GAAGACNNTNNNN, 2313 Notl GC~GGCC,GC 1702
BbvCl CC"TCA,GC 2416 PaeR71 C TCGA,G 1794
Bcll T GATC,A 2825 Pcil ATCATG,T 5891
BfuAl ACCTGCNNNNTNNNN, 4691 PFIFI GACN™N,NGTC 4082
Bglll ATGATC,T 1788 PFIMI CCAN,NNNTNTGG 2317
BmgBI1 CAC|GTC 1856 PspOMI G~GGCC,C 2589
Bmtl G,CTAG™C 1635 Rsril CG~GWC,CG 4156
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Bsgl GTGCAGNNNNNNNNNNNNNN , NN~ 2472 Sacl G,AGCT"C 1689

BsiWl C GTAC,G 4096  Sall G TCGA,C 1782
BspDI AT™CG,AT 4008  Sbfl CC,TGCA GG 2233
BspEl T°CCGG,A 4153  Scal AGT|ACT 616

BspMI ACCTGCNNNN"NNNN, 4691  SFil GGCCN,NNNNGGCC 3943
BsrGlI T GTAC,A 2578  SgrAl CR™CCGG, YG 2559
BssHI I G CGCG,C 4495  Smal CCC| GGG 1747
BstBI TT°CG,AA 4655  SnaBl TAC|GTA 1380
BstXI CCAN,NNNN™NTGG 1697  Spel A CTAG,T 1806
Clal AT CG,AT 4008  Srfl GCCC|GGGC 1747
CspCl NN~ (N)1;CAANNNNNGTGG(N)10,NN~ 1416  TspMI C~CCGG,G 1745
Eco53kl GAG|CTC 1687  Tth11ll  GACNN,NGTC 4082
EcoRI G AATT,C 1770  Xbal T CTAG,A 1800
ECORV GAT|ATC 1778  Xcml CCANNNN,N NNNNTGG 2564
HindI11 A AGCT,T 1758  Xhol C TCGA,G 1794
Hpal GTT|AAC 2931  Xmal C~CCGG,G 1745
MFel C AATT,G 2918  Xmnl GAANN|NNTTC 735

» pCMV-N-Myc-MCS-P2A-mCherry-Pur s 3 5 1 A\ 7 Beb A7 0 e i, HEFE A A6 I [0 72 51 4 T3 AN S im) U 7 51 #mCherry
primer {4 U0 R :
T3 primer (1654-1672): 5 AATTAACCCTCACTAAAGG 3'
mCherry primer (1880-1896): 5 CCTCGCCCTTGCTCACC 3'

» pCMV-N-Myc-MCS-P2A-mCherry-Purff]4x 7 55 Bl 53 25 2 K 1 G iz Bk 15 B
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iMELRE 7 i A4 TR ke
D2803-1ug pCMV-N-Myc-MCS-P2A-mCherry-Pur 1ug
D2803-100ug pCMV-N-Myc-MCS-P2A-mCherry-Pur 100pg
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X ~am:

EL ] RLEZLS %
ST551-10mg Puromycin Dihydrochloride ("Z14 % %) 10mg/miximl
ST551-50mg Puromycin Dihydrochloride ("Z14 %5 %) 10mg/mix5mi
ST551-250mg Puromycin Dihydrochloride ("Z4 2 &) 250mg
C0533-0.5ml Lipo8000 ™% i 7] 0.5ml
C0533-1.5ml Lipo8000 ™ % L1 7 1.5ml
C0533-7.5ml Lipo8000 ™% JLi 5| 7.5ml

D2633 pCMV-MCS-P2A-EGFP-Flag-Neo 1ug/100ug
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D2640 pCMV-MCS-P2A-EGFP-HA-Neo 1pg/100ug
D2673 pCMV-MCS-P2A-EGFP-Myc-Neo 1pg/100pg
D2723 pCMV-N-Flag-MCS-P2A-EGFP-Neo 1pg/100pg
D2734 pCMV-N-HA-MCS-P2A-EGFP-Neo 1pg/100pg
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 1ug/100ug
D2796 pCMV-N-HA-MCS-P2A-mCherry-Hyg 1pg/100pg
D2797 pCMV-N-Myc-MCS-P2A-mCherry-Hyg 1pg/100pg
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 1pg/100pg
D2807 pCMV-N-HA-MCS-P2A-EGFP-Bla 1pg/100pg
D2808 pCMV-N-Myc-MCS-P2A-EGFP-Bla 1pg/100pg
D2809 pCMV-MCS-P2A-EGFP-Flag-Bla 1pg/100pg
D2810 pCMV-N-Flag-MCS-P2A-EGFP-Zeo 1pg/100pg
D2811 pCMV-N-HA-MCS-P2A-EGFP-Zeo 1pg/100pg
D2812 pCMV-N-Myc-MCS-P2A-EGFP-Zeo 1pg/100ug
D2813 pCMV-MCS-P2A-EGFP-Flag-Zeo 1pg/100ug
D2814 pCMV-MCS-P2A-EGFP-HA-Bla 1pg/100pg
D2819 pCMV-MCS-P2A-EGFP-Myc-Bla 1pg/100pg
D2822 pCMV-MCS-P2A-mCherry-HA-Hyg 1pg/100pg
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 1ug/100ug
D2826 pCMV-MCS-P2A-mCherry-Flag-Pur 1pg/100pg
D2827 pCMV-N-Flag-MCS-P2A-EGFP-Bla 1pg/100pg
D2828 pCMV-MCS-P2A-EGFP-HA-Zeo 1pg/100ug
D2829 pCMV-MCS-P2A-EGFP-Myc-Zeo 1pg/100pg
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