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PCMV-N-HA-MCS-P2A-EGFP-Zeo

7 i 77 i A4 TR f13%
D2811-1ug pCMV-N-HA-MCS-P2A-EGFP-Zeo 1lug
D2811-100ug pCMV-N-HA-MCS-P2A-EGFP-Zeo 100ug
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> AR E N B 2 (Ampicillin) TR 8 2 (Zeocin) Ptk . AT RIHHE S HHERIUME, HA KT F G ImEmE k. %
YUl LS, W8 FH Zeocin (ST1450) i Fa s 6k B & 140 bk

» PCMV-N-HA-MCS-P2A-EGFP-Zeo i ¥i [ - (%5 BN T -

Feature Nucleotide Position
AmpR 63-923
AmpR promoter 924-1016
CMV enhancer 1101-1404
CMYV promoter 1405-1608
T3 promoter 1654-1672
HA 1712-1738
P2A 1808-1873
EGFP 1874-2593
T7 promoter 2645-2663
SV40 poly(A) signal 2937-3058
flori 3065-3520
AmpR promoter 3547-3651
SV40 promoter 3653-4010
SV40 ori 3861-3996
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HSV TK poly(A) signal 4651-4698
ori 5027-5615
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> PCMV-N-HA-MCS-P2A-EGFP-Zeoff] 2 7 A7 1 I VRN S n R -
Sacl
CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACGCGGTGG
GCTTTAATTG GGAGTGATTT CCCTTGTTTT CGACCTCGAG GTGCGCCACC
HA tag
Notl P Y DV P DY Smal BamHI
CGGCCGCCAT GTACCCATAC GATGTTCCAG ATTACGCTAG CCCGGGCGGA
GCCGGCGGTA CATGGGTATG CTACAAGGTC TAATGCGATC GGGCCCGCCT
Pstl
HindIl1 EcoRl EcoRV Sall Bglll Xhol Xbal
TCCAAGCTTC TGCAGGAATT CGATATCGTC GACAGATCTC TCGAGTCTAG
AGGTTCGAAG ACGTCCTTAA GCTATAGCAG CTGTCTAGAG AGCTCAGATC

1651
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1701
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1801
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1951

2001
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Spel G
AACTAGTGGA
TTGATCACCT

P2A sequence

S G|A T

N F S

L L K

AGCGGAGCTA CTAACTTCAG CCTGCTGAAG

TCGCCTCGAT

GATTGAAGTC

V E E
ACGTGGAGGA
TGCACCTCCT

ACCGGGGTGG
TGGCCCCACC

CAAGTTCAGC
GTTCAAGTCG

TGACCCTGAA
ACTGGGACTT

N P G
GAACCCTGGA
CTTGGGACCT

TGCCCATCCT
ACGGGTAGGA

GTGTCCGGCG
CACAGGCCGC

GTTCATCTGC
CAAGTAGACG

GGACGACTTC

P EGFP sequence

CCTATGGTGA
GGATACCACT

GGTCGAGCTG
CCAGCTCGAC

AGGGCGAGGG
TCCCGCTCCC

ACCACCGGCA
TGGTGGCCGT

D2811 pCMV-N-HA-MCS-P2A-EGFP-Zeo

GCAAGGGCGA
CGTTCCCGCT

GACGGCGACG
CTGCCGCTGC

CGATGCCACC
GCTACGGTGG

AGCTGCCCGT
TCGACGGGCA

Q A G D
CAGGCTGGAG
GTCCGACCTC

GGAGCTGTTC

CCTCGACAAG

TAAACGGCCA
ATTTGCCGGT

TACGGCAAGC
ATGCCGTTCG

GCCCTGGCCC
CGGGACCGGG
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2051 ACCCTCGTGA CCACCCTGAC CTACGGCGTG CAGTGCTTCA GCCGCTACCC
TGGGAGCACT GGTGGGACTG GATGCCGCAC GTCACGAAGT CGGCGATGGG

2101 CGACCACATG AAGCAGCACG ACTTCTTCAA GTCCGCCATG CCCGAAGGCT
GCTGGTGTAC TTCGTCGTGC TGAAGAAGTT CAGGCGGTAC GGGCTTCCGA

2151 ACGTCCAGGA GCGCACCATC TTCTTCAAGG ACGACGGCAA CTACAAGACC
TGCAGGTCCT CGCGTGGTAG AAGAAGTTCC TGCTGCCGTT GATGTTCTGG

2201 CGCGCCGAGG TGAAGTTCGA GGGCGACACC CTGGTGAACC GCATCGAGCT
GCGCGGCTCC ACTTCAAGCT CCCGCTGTGG GACCACTTGG CGTAGCTCGA

2251 GAAGGGCATC GACTTCAAGG AGGACGGCAA CATCCTGGGG CACAAGCTGG
CTTCCCGTAG CTGAAGTTCC TCCTGCCGTT GTAGGACCCC GTGTTCGACC

2301 AGTACAACTA CAACAGCCAC AACGTCTATA TCATGGCCGA CAAGCAGAAG
TCATGTTGAT GTTGTCGGTG TTGCAGATAT AGTACCGGCT GTTCGTCTTC

2351 AACGGCATCA AGGTGAACTT CAAGATCCGC CACAACATCG AGGACGGCAG
TTGCCGTAGT TCCACTTGAA GTTCTAGGCG GTGTTGTAGC TCCTGCCGTC

2401 CGTGCAGCTC GCCGACCACT ACCAGCAGAA CACCCCCATC GGCGACGGCC
GCACGTCGAG CGGCTGGTGA TGGTCGTCTT GTGGGGGTAG CCGCTGCCGG

2451 CCGTGCTGCT GCCCGACAAC CACTACCTGA GCACCCAGTC CGCCCTGAGC
GGCACGACGA CGGGCTGTTG GTGATGGACT CGTGGGTCAG GCGGGACTCG

2501 AAAGACCCCA ACGAGAAGCG CGATCACATG GTCCTGCTGG AGTTCGTGAC
TTTCTGGGGT TGCTCTTCGC GCTAGTGTAC CAGGACGACC TCAAGCACTG

Apal

2551 CGCCGCCGGG ATCACTCTCG GCATGGACGA GCTGTACAAG TAAGGGCCCG

GCGGCGGCCC TAGTGAGAGC CGTACCTGCT CGACATGTTC ATTCCCGGGC
» PCMV-N-HA-MCS-P2A-EGFP-Zeo ¥ 4 [ U] 47 4,3 «

Aarl Absl Acclll Acvl Afel AFlL11

Aorl3HlI Aor51HI Ascl AsiGl AsiSl Aspl

Bbel BbrPI Bbsl BbvCl Bfrl Blpl

Bpil Bpull02l BpuAl BseAl BshTI1 BsiWwl

Bsp68I Bsp17201 BspEI BspQl BspTlI BssNAI

Bst11071 BStAFI BstEIlI BstENI BstPI BstPAI

BstXl1 Bstz171 BtuMl Celll Cfra2l Cpol

CspAl Dinl Eco47111 Eco721 Eco91l EcoNI

Egel Ehel FspAl 1-Ceul 1-Ppol 1-Scel

Kpn21 Kspl Lgul MIy1131 Mrel Mrol

Mssi Narl Nrul PalAl PciSl PFI2311

PI-Pspl PI-Scel PinAl PIuTI PmacCl Pmel

PpuMl PshAl Psp511 PspCl PspEI PspLl1

PspXIl Psrl Psyl Rgal Rsrll Rsr2l

SanDlI Sapl Sbfl Sdal SfaAl Sfol

Sgfl SgrBl SgrDI Sgsl Smil Sse83871

Sstll Swal Tth111l Vha4641 Xagl Xcml

> pPCMV-N-HA-MCS-P2A-EGFP-ZeoH [ S DI A7 5 AL F5 :

Accl GT"MK,AC 1779 Mscl TGG]CCA

Ahdl GACNN,N"NNGTC 136 Ndel CA™TA,TG

Apal G,GGCC™C 2598 Notl GC~GGCC,GC

BamH1 G GATC,C 1748 PaeR71 C"TCGA,G

Bcll T GATC,A 2830 Pcil ATCATG,T

BfuAl ACCTGCNNNN~NNNN, 4471 PFIMI CCAN_NNNTNTGG

Bglll AGATC,T 1784 PspOMI G~GGCC,C

BsmBI1 CGTCTCN™NNNN, 1842 Pstl C,TGCA™G
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Agel
Bael
Boxl

Bsp13l
Bst98l
Bstv2l

Cspl

Eco0651

Kasl
MspCl
PFIFI
Pml1

PspPPl1

Sacll

STfr3031

SspDI

4048
1274
1701
1790
5671
1696
2594
1764

D2811 pCMV-N-HA-MCS-P2A-EGFP-Zeo

3/5



BspDl AT CG,AT 4013 Pvull CAG|CTG 3671

BspMI ACCTGCNNNNNNNN, 4471 Sacl G,AGCT™C 1689
BsrGl T GTAC,A 2583 Sall G TCGA,C 1778
BssHI | G CGCG,C 4081 Scal AGT|ACT 616
BstBI TT CG,AA 4435  SFil GGCCN, NNN NGGCC 3948
Clal AT CG,AT 4013 SgrAl CR™CCGG, YG 4159
CspCl NN (N)1:CAA(N)sGTGG(N) 10, NN~ 1416 Smal CCC|GGG 1743
Earl CTCTTCN™NNN, 931 SnaBl TAC|GTA 1380
Eco53kl  GAG|CTC 1687 Spel A CTAG,T 1802
EcoRlI G AATT,C 1766 Srfl GCCC|GGGC 1743
ECORV GAT|ATC 1774 Stul AGG|CCT 3994
Esp3l CGTCTCN™NNNN, 1842 TspMl C CCGG,G 1741
Fsel GG,CCGG™CC 4321 Xbal T CTAG,A 1796
Hindl11 A AGCT,T 1754  Xhol C TCGA,G 1790
Hpal GTT|AAC 2936 Xmal C™CCGG,G 1741
MFel C AATT,G 2923  Xmnl GAANNINNTTC 735
MIul A~CGCG,T 3059

» pCMV-N-HA-MCS-P2A-EGFP-Zeosi ¥ 5% 48 A v BOsE AT T Iy, HEF A3 A 000 T o) 0 e 51 4 T3 AN S il /5 51 ) EGFP primer
I FIG T -
T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
EGFP primer (1876-1892): 5' CCTCGCCCTTGCTCACC 3'

» PCMV-N-HA-MCS-P2A-EGFP-Zeo 1 4x 7 515 BiE S5 3 o K MG FiZ i w45 & .

12
L] 7 i A4 TR ok
D2811-1pug pCMV-N-HA-MCS-P2A-EGFP-Zeo 1lug
D2811-100ug pCMV-N-HA-MCS-P2A-EGFP-Zeo 100ug
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RIFHRM:
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> RFREARG IS & RV A TAE TR &, ARG TR N7 5258 % AN AR AT N BERA
> AP RAUR T N ZRIRAEE R, A TR Wiy, AT ez, AMIERT HEEEn.
> NV ZENEE, E5 LRI T BRI,

{ERAEA:

1L R g A A = Sy, 5 S lUb S AR BRI AR AT B, AT IR/ R BRI S A T A2 & .
FEIRAF I TTRL AT LI i B D) VK AT 4 e, SO Y AT S

2. 100pugfE (R A 77 5 BRI 0. 1pg/ul, FEdml AT LUEL 3 T ) Bl % a4 i

3. pCMV-N-HA-MCS-P2A-EGFP-Zeo i #i7E H: 2 v B A mi 1 M B VI 5 v DA ANAFRIA I H B2 R, 757 Bl AR R Befiitag
I AR R — B, R R R AR AR AR o R IR JTURL T DU R R e A
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X ~am:

EL ] ILIEZ 3
ST1450-20mg Zeocin (I 3E&H %) 20mg
ST1450-100mg Zeocin (I3 &H %K) 100mg
ST1450-0.25ml Zeocin (IFKER) 20mg/mix0.25ml

ST1450-1ml Zeocin (IH3EH ) 20mg/mix1ml
C0533-0.5ml Lipo8000 ™% JLix 5| 0.5ml
C0533-1.5ml Lipo8000 ™% YL i 7 1.5ml
C0533-7.5ml Lipo8000 ™% YLz 51| 7.5ml
D2633 pCMV-MCS-P2A-EGFP-Flag-Neo 1ug/100ug
D2640 pCMV-MCS-P2A-EGFP-HA-Neo 1pg/100pg
D2673 pCMV-MCS-P2A-EGFP-Myc-Neo 1ug/100pg
D2723 pCMV-N-Flag-MCS-P2A-EGFP-Neo 1ug/100pg
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D2734 pCMV-N-HA-MCS-P2A-EGFP-Neo 1pg/100pg
D2738 pCMV-N-His-MCS-P2A-EGFP-Neo 1pg/100pg
D2757 pCMV-N-Myc-MCS-P2A-EGFP-Neo 1pg/100pg
D2795 pCMV-N-Flag-MCS-P2A-mCherry-Hyg 1pg/100pg
D2796 pCMV-N-HA-MCS-P2A-mCherry-Hyg 1ug/100ug
D2797 pCMV-N-Myc-MCS-P2A-mCherry-Hyg 1pg/100pg
D2798 pCMV-MCS-P2A-mCherry-Flag-Hyg 1ug/100ug
D2799 pCMV-N-Flag-MCS-P2A-mCherry-Pur 1pg/100pg
D2801 pCMV-N-HA-MCS-P2A-mCherry-Pur 1pg/100pg
D2803 pCMV-N-Myc-MCS-P2A-mCherry-Pur 1pg/100pg
D2807 pCMV-N-HA-MCS-P2A-EGFP-Bla 1pg/100pg
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 1pg/100pg
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 1ug/100ug
D2819 pCMV-MCS-P2A-EGFP-Myc-Bla 1pg/100ug
D2822 pCMV-MCS-P2A-mCherry-HA-Hyg 1ug/100ug
D2823 pCMV-MCS-P2A-mCherry-Myc-Hyg 1pg/100pg
D2824 pCMV-MCS-P2A-mCherry-HA-Pur 1pg/100pg
D2825 pCMV-MCS-P2A-mCherry-Myc-Pur 1pg/100pg
D2826 pCMV-MCS-P2A-mCherry-Flag-Pur 1pg/100pg
D2827 pCMV-N-Flag-MCS-P2A-EGFP-Bla 1pg/100ug
D2828 pCMV-MCS-P2A-EGFP-HA-Zeo 1pg/100pg
D2829 pCMV-MCS-P2A-EGFP-Myc-Zeo 1pg/100pg
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