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PCMV-N-Myc-MCS-P2A-EGFP-Bla

7 i 77 i A4 TR f13%
D2808-1ug pCMV-N-Myc-MCS-P2A-EGFP-Bla 1ug
D2808-100ug pCMV-N-Myc-MCS-P2A-EGFP-Bla 100pg
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> ARFRERCMVE ST 0] LLs UG 3 B B FERIZRIA; Al LA @ LS A tMychr S (1 5114 (AF5054/AF0033/AM933/AM926)
KA H I EE s A B AT DLE i P2ASL A 3 9 4% (1. 58 R B IEGFP, T iE i EGFP 1 ¢ Ja ik M I I H 1) & A R IA 1
Bl AR RIS BER T LIS % K1,

Brightfield

EGFP

K1, 28 % KpCMV-N-Myc-MCS-P2A-EGFP-Bla/Fi i i FH Lipo8000 ™% 44 71 (C0533) 4 Y293 T4 il J& () R IE R R E . 2Ry
B, AN PeIR A . ARENES %, SCBRIAERRUR & R BRS84S R A BT AS /] o

> KK AE £ 5 B AL A FIEGFPIY 4% 1Y 1 71) 22 8] & AT P2AJIK 7 71 « P2AJE — AN AT DL BE AR 9 & 194 & L 1R ik =
(ATNFSLLKQAGDVEENPGP)] “HEIY]” /K. (HSEPRAEFEFFA R KA HEIY, 102 %0 R BT P2AZE 2 A G 1-Clily
K ZUER AN R R IR BE R A R AR, SR S BRAR AR A R =4y 8. L H FIFE R R IE R A FICo &
— LB 2 A FIP2ATE 2 (GSGATNFSLLKQAGDVEENPG), fii T il# 2k H Nt 2 A4 I 2 R« TEP2ARK N Il AGSG
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> ARFRCNEA T B R Ampicillin) M1 K E RS (Blasticidin S)Hitk. nAARAFREFEHRERIUME, ALK 5 ik 0H 5
We. FEYEILEIYANNS, TT{4FHBlasticidin S (STO18) 7 kA2 iE ik H 12 1 140 i bk

» pCMV-N-Myc-MCS-P2A-EGFP-Blaii ¥ () 3 345 Bl T -

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
EGFP 1878-2597
T7 promoter 2649-2667
SV40 poly(A) signal 2941-3062
1 ori 3069-3524
AmpR promoter 3551-3655
SV40 promoter 3657-4014
SV40 ori 3865-4000
BSD 4049-4447

HSV TK poly(A) signal 4679-4726
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Apal (2602)
T7 promoter

> PCMV-N-Myc-MCS-P2A-EGFP-Blaff] £ 7 A i FI R4 S 4 R
Sacl

Ndel (1274)
T3 promoter

SacI (1689)
NotI (1702)

Myc

Xmal (1745)
Smal (1747)
BamHI (1752)
HindIII (1758)
PstI (1768)
EcoRI (1770)
EcoRV (1778)
Sall (1782)
BglII (1788)
Xhol (1794)
Xbal (1800)
Spel (1808)

CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACCGCGGTG
GCTTTAATTG GGAGTGATTT CCCTTGTTTT CGACCTCGAG GTGGCGCCAC

Myc tag Smal
Notl |E Q K L I S E E D L Xmal
GCGGCCGCCA TGGAGCAGAA ACTCATCTCT GAAGAGGATC TGAGCCCGGG
CGCCGGCGGT ACCTCGTCTT TGAGTAGAGA CTTCTCCTAG ACTCGGGCCC

Pstl
BamHI HindlI1 EcoRl EcoRV Sall Bglll Xhol
CGGATCCAAG CTTCTGCAGG AATTCGATAT CGTCGACAGA TCTCTCGAGT
GCCTAGGTTC GAAGACGTCC TTAAGCTATA GCAGCTGTCT AGAGAGCTCA

Xbal Spel
CTAGAACTAG
GATCTTGATC

G S G

P2A sequence

T N F

S L L

TGGAAGCGGA GCTACTAACT TCAGCCTGCT

ACCTTCGCCT

CGATGATTGA

G D V E

GGAGACGTGG
CCTCTGCACC

GTTCACCGGG
CAAGTGGCCC

GCCACAAGTT
CGGTGTTCAA

AAGCTGACCC
TTCGACTGGG

E N P

AGGAGAACCC
TCCTCTTGGG

GTGGTGCCCA
CACCACGGGT

CAGCGTGTCC
GTCGCACAGG

TGAAGTTCAT
ACTTCAAGTA

AGTCGGACGA

G P |EGFP sequence

TGGACCTATG
ACCTGGATAC

TCCTGGTCGA
AGGACCAGCT

GGCGAGGGCG
CCGCTCCCGC

CTGCACCACC
GACGTGGTGG

D2808 pCMV-N-Myc-MCS-P2A-EGFP-Bla

GTGAGCAAGG
CACTCGTTCC

GCTGGACGGC
CGACCTGCCG

AGGGCGATGC
TCCCGCTACG

GGCAAGCTGC
CCGTTCGACG

K Q0 A
GAAGCAGGCT
CTTCGTCCGA

GCGAGGAGCT

CGCTCCTCGA

GACGTAAACG
CTGCATTTGC

CACCTACGGC
GTGGATGCCG

CCGTGCCCTG
GGCACGGGAC
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2051 GCCCACCCTC GTGACCACCC TGACCTACGG CGTGCAGTGC
CGGGTGGGAG CACTGGTGGG ACTGGATGCC GCACGTCACG
2101 ACCCCGACCA CATGAAGCAG CACGACTTCT TCAAGTCCGC
TGGGGCTGGT GTACTTCGTC GTGCTGAAGA AGTTCAGGCG
2151 GGCTACGTCC AGGAGCGCAC CATCTTCTTC AAGGACGACG
CCGATGCAGG TCCTCGCGTG GTAGAAGAAG TTCCTGCTGC
2201 GACCCGCGCC GAGGTGAAGT TCGAGGGCGA CACCCTGGTG
CTGGGCGCGG CTCCACTTCA AGCTCCCGCT GTGGGACCAC
2251 AGCTGAAGGG CATCGACTTC AAGGAGGACG GCAACATCCT
TCGACTTCCC GTAGCTGAAG TTCCTCCTGC CGTTGTAGGA
2301 CTGGAGTACA ACTACAACAG CCACAACGTC TATATCATGG
GACCTCATGT TGATGTTGTC GGTGTTGCAG ATATAGTACC
2351 GAAGAACGGC ATCAAGGTGA ACTTCAAGAT CCGCCACAAC
CTTCTTGCCG TAGTTCCACT TGAAGTTCTA GGCGGTGTTG
2401 GCAGCGTGCA GCTCGCCGAC CACTACCAGC AGAACAcccc
CGTCGCACGT CGAGCGGCTG GTGATGGTCG TCTTGTGGGG
2451 GGCCCCGTGC TGCTGCCCGA CAACCACTAC CTGAGCACCC
CCGGGGCACG ACGACGGGCT GTTGGTGATG GACTCGTGGG
2501 GAGCAAAGAC CCCAACGAGA AGCGCGATCA CATGGTCCTG
CTCGTTTCTG GGGTTGCTCT TCGCGCTAGT GTACCAGGAC
2551 TGACCGCCGC CGGGATCACT CTCGGCATGG ACGAGCTGTA
ACTGGCGGCG GCCCTAGTGA GAGCCGTACC TGCTCGACAT
2601 CCCGGTACCT TAATTAATTA AGGTACCAGG TAAGTGTACC
GGGCCATGGA ATTAATTAAT TCCATGGTCC ATTCACATGG
> pCMV-N-Myc-MCS-P2A-EGFP-Blarh ¥ A B UL p B 45
Aarl Absl Acclll AccB71
Agel Aorl3HI Aor51HI Ascl
Bael Bbel BbrPI BbvClI
BsePl BshTlI BsiWl Bspl3l
BssHI | BssNAI Bst98l1 Bst11071
BstPI BstPAI Bstz171 Cpol
Eco47111 Eco721 Eco911l EcoNl
Fsel FspAl 1-Ceul 1-Ppol
Lgul MauBI1 MIy1131 Mrel
Narl PalAl Paul PciSl
PI-Pspl PI-Scel PinAl PIuTI
PshAl PspCl PspEI PspLlI
Rgal Rigl Rsrll Rsr2i
Sdal SfaAl Sfol Sgfl
Smil Sse83871 SspDI Swal
Xagl Xcml
> pCMV-N-Myc-MCS-P2A-EGFP-Bla () BB {7 A4
Accl GT MK,AC 1783
Ahdl GACNN, N NNGTC 136
Apal G,GGCC™C 2602
BamHI G GATC,C 1752
Bbsl GAAGACNNTNNNN, 4134
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TTCAGCCGCT
AAGTCGGCGA

CATGCCCGAA
GTACGGGCTT

GCAACTACAA
CGTTGATGTT

AACCGCATCG
TTGGCGTAGC

GGGGCACAAG
CCCCGTGTTC

CCGACAAGCA
GGCTGTTCGT

ATCGAGGACG
TAGCTCCTGC

CATCGGCGAC
GTAGCCGCTG

AGTCCGCCCT
TCAGGCGGGA

CTGGAGTTCG
GACCTCAAGC

Apal

CAAGTAAGGG
GTTCATTCCC

CAATTCGCCC
GTTAAGCGGG

Acvl
AsiGl
Bfrl
BspEl
BstAFI
Cspl
Eco0651
1-Scel
Mrol
PFI2311
PmaCl
PspXIl
SanDI
SgrAl
Tth111l

Miul
Mscl
Ndel
Nhel
Notl
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Afel
AsisSl
Boxl
BspQl
BstEIlI
CspAl
Egel
Kasl
MspCl
PTIFI
Pmel
Psrl
Sapl
SgrDI
Van91ll

A~CGCG,T
TGG|CCA
CA TA,TG
G CTAG,C
GC~GGCC,GC

ATLLI
Aspl
BseAl
BspTlI
BstENI
Dinl
Ehel
Kpn21
Mssl
PFIMI
Pml1
Psyl
Sbfl
Sgsli
Vha4641

3063
4052
1274
1631
1702
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Bcll T GATC,A 2834 Nrul TCG|CGA 4280

BfuAl ACCTGCNNNNNNNN, 4499 PaeR7I1 C TCGA,G 1794
BglIl AGATC,T 1788 Pcil A~CATG,T 5699
Blpl GC™TNA,GC 4444  PpuMl RG™GWC,CY 4208
BmgBI CAC|GTC 1856 PspOMI G GGCC,C 2598
Bmtl G,CTAG™C 1635 Pstl C,TGCA™G 1768
BsaXl ,NNN™ (N)9ACNNNNNCTCC(N);,NNN~ 3227 Sacl G,AGCT™C 1689
BsmBI CGTCTCN™NNNN, 1846 Sacll CC,GC™GG 1696
BspDlI AT CG,AT 4017 sall G TCGA,C 1782
BspMI ACCTGCNNNN™NNNN, 4499 Scal AGT|ACT 616
BsrGl T GTAC,A 2587 Sfil GGCCN,NNN~NGGCC 3952
BstBI TT°CG,AA 4463 Smal CCC| GGG 1747
BstXl CCAN,NNNN™NTGG 1697 SnaBl TAC|GTA 1380
Clal AT CG,AT 4017 Spel A CTAG,T 1806
Dralll CAC,NNN~GTG 3293 Srfl GCCC|GGGC 1747
Eco53kl GAG|CTC 1687 Stul AGG|CCT 3998
EcoRl G AATT,C 1770 TspMlI C~CCGG,G 1745
EcoRV GAT]ATC 1778 Xbal T CTAG,A 1800
Esp3l CGTCTCN™NNNN, 1846 Xhol C TCGA,G 1794
Hindl 11 ATAGCT,T 1758 Xmal C~CCGG,G 1745
Hpal GTT]AAC 2940 Xmnl GAANN|NNTTC 735
Mfel C AATT,G 2927

» pCMV-N-Myc-MCS-P2A-EGFP-Bla/it #i H 5t 48 A v B idf 47 I 5 i, 4B 458 FH 00 18 131 00 /% 51 T30 J 1l )5 51 9 EGFP
primer {410 R :

T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
EGFP primer (1880-1896): 5' CCTCGCCCTTGCTCACC 3'
» pCMV-N-Myc-MCS-P2A-EGFP-Blaff14x 7 5115 BiE 2% o R B Mk FaZ ik ifE S .

BEFR:
e RS P2 AR .25
D2808-1pg pCMV-N-Myc-MCS-P2A-EGFP-Bla 1pg
D2808-100pg pCMV-N-Myc-MCS-P2A-EGFP-Bla 100pg
— RS 1
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3. pCMV-N-Myc-MCS-P2A-EGFP-Bla/fi #i 7F H 2 o & A7 fUE M EG D) J5 7T DS AN FERIA I H 2L R, Frid S i ALK B fitag
I A R — 2, RO R e R AR AR AR o RS IR JSURE T DA R Vo e A
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X ~am:
LE ] ILLE a3
ST018-10mg Blasticidin S HCI (KJZ 2S) 10mg
ST018-1ml Blasticidin S HCI (KJ& &S) 10mg/miximl
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ST018-50mg Blasticidin S HCI (KJ& %S) 50mg
ST018-5ml Blasticidin S HCI (KJ& %S) 10mg/mix5ml
C0533-0.5ml Lipo8000 ™% i 71 0.5ml
C0533-1.5ml Lipo8000 ™ i 71 1.5ml
C0533-7.5ml Lipo8000 ™#% YLz 5| 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/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 1pg/100pg
D2798 pCMV-MCS-P2A-mCherry-Flag-Hyg 1pg/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/100ug
D2807 pCMV-N-HA-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 1pg/100pg
D2812 pCMV-N-Myc-MCS-P2A-EGFP-Zeo 1pg/100pg
D2813 pCMV-MCS-P2A-EGFP-Flag-Zeo 1pg/100ug
D2814 pCMV-MCS-P2A-EGFP-HA-Bla 1ug/100ug
D2819 pCMV-MCS-P2A-EGFP-Myc-Bla 1ug/100ug
D2822 pCMV-MCS-P2A-mCherry-HA-Hyg 1ug/100ug
D2823 pCMV-MCS-P2A-mCherry-Myc-Hyg 1pg/100ug
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/100pg
D2827 pCMV-N-Flag-MCS-P2A-EGFP-Bla 1ug/100ug
D2828 pCMV-MCS-P2A-EGFP-HA-Zeo 1ug/100ug
D2829 pCMV-MCS-P2A-EGFP-Myc-Zeo 1pg/100ug
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