BRREYIAR/Beyotime Biotechnology
JT B #4%: 400-16833013£800-8283301
3T $Re-mail: order@beyotime.com
K AR Z18: info@beyotime.com
3k http:/ivww.beyotime.com

“71" Beyotime

5 = X

PCMV-MCS-P2A-EGFP-HA-Zeo
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D2828-1ng PCMV-MCS-P2A-EGFP-HA-Zeo 1ug
D2828-100pg PCMV-MCS-P2A-EGFP-HA-Zeo 100pg
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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
EGFP 1835-2551
HA 2558-2584
T7 promoter 2639-2657
SV40 poly(A) signal 2931-3052
1 ori 3059-3514
AmpR promoter 3541-3645
SV40 promoter 3647-4004
SV40 ori 3855-3990
BleoR 4039-4413

HSV TK poly(A) signal 4645-4692
ori 5021-5609
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CGAAATTAAC CCTCACTAAA
GCTTTAATTG GGAGTGATTT
Xmal
Notl Smal
GCGGCCGCTC TAGCCCGGGC
CGCCGGCGAG ATCGGGCCCG

Sall Bglll Xhol G
GTCGACAGAT CTCTCGAGGG
CAGCTGTCTA GAGAGCTCCC

GGGAACAAAA
CCCTTGTTTT

BamH1
GGATCCAAGC

CCTAGGTTCG
P2A

Sacl

romoter | T

CMy p

Pay

XbaI (2552)
Apal (2592)

Ndel (1274)

Nhel (1631)
BmtI (1635)

T3 promoter

NotI (1702)

Xhol (1763)

Hindl11

GCTGGAGCTC CACCGCGGTG
CGACCTCGAG GTGGCGCCAC
Pstl

EcoRl EcoRV
TTCTGCAGGA ATTCGATATC

AAGACGTCCT TAAGCTATAG
sequence

S G |A
AAGCGGAGCT
TTCGCCTCGA

T N F S L L K
ACTAACTTCA GCCTGCTGAA
TGATTGAAGT CGGACGACTT

Q A G
GCAGGCTGGA
CGTCCGACCT

AGGAGCTGTT
TCCTCGACAA

GTAAACGGCC
CATTTGCCGG

CTACGGCAAG
GATGCCGTTC

TGCCCTGGCC
ACGGGACCGG

AGCCGCTACC
TCGGCGATGG

D V E E
GACGTGGAGG
CTGCACCTCC

CACCGGGGTG
GTGGCCCCAC

ACAAGTTCAG
TGTTCAAGTC

CTGACCCTGA
GACTGGGACT

CACCCTCGTG
GTGGGAGCAC

CCGACCACAT
GGCTGGTGTA

N P G
AGAACCCTGG
TCTTGGGACC

GTGCCCATCC
CACGGGTAGG

CGTGTCCGGC
GCACAGGCCG

AGTTCATCTG
TCAAGTAGAC

ACCACCCTGA
TGGTGGGACT

GAAGCAGCAC
CTTCGTCGTG

D2828 pCMV-MCS-P2A-EGFP-HA-Zeo

P |EGFP sequence

ACCTATGGTG
TGGATACCAC

TGGTCGAGCT
ACCAGCTCGA

GAGGGCGAGG
CTCCCGCTCC

CACCACCGGC
GTGGTGGCCG

CCTACGGCGT
GGATGCCGCA

GACTTCTTCA
CTGAAGAAGT

AGCAAGGGCG
TCGTTCCCGC

GGACGGCGAC
CCTGCCGCTG

GCGATGCCAC
CGCTACGGTG

AAGCTGCCCG
TTCGACGGGC

GCAGTGCTTC
CGTCACGAAG

AGTCCGCCAT
TCAGGCGGTA
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Aarl
Ahll
Bael
Boxl

Bsp13l

BstElIl
Celll

Eco91ll
1-Ppol

Mrol
PFIFI
Pmel
PspLl
Rsr2l
Sgfl
Swal

GCCCGAAGGC
CGGGCTTCCG

ACTACAAGAC
TGATGTTCTG

CGCATCGAGC
GCGTAGCTCG

GCACAAGCTG
CGTGTTCGAC

ACAAGCAGAA
TGTTCGTCTT

GAGGACGGCA
CTCCTGCCGT

CGGCGACGGC
GCCGCTGCCG

CCGCCCTGAG
GGCGGGACTC

GAGTTCGTGA
CTCAAGCACT

TACGTCCAGG
ATGCAGGTCC

CCGCGCCGAG
GGCGCGGCTC

TGAAGGGCAT
ACTTCCCGTA

GAGTACAACT
CTCATGTTGA

GAACGGCATC
CTTGCCGTAG

GCGTGCAGCT
CGCACGTCGA

CCCGTGCTGC
GGGCACGACG

CAAAGACCCC
GTTTCTGGGG

CCGCCGCCGG
GGCGGCGGCC

HA tag

AGCGCACCAT
TCGCGTGGTA

GTGAAGTTCG
CACTTCAAGC

CGACTTCAAG
GCTGAAGTTC

ACAACAGCCA
TGTTGTCGGT

AAGGTGAACT
TTCCACTTGA

CGCCGACCAC
GCGGCTGGTG

TGCCCGACAA
ACGGGCTGTT

AACGAGAAGC
TTGCTCTTCG

GATCACTCTC
CTAGTGAGAG

CTTCTTCAAG
GAAGAAGTTC

AGGGCGACAC
TCCCGCTGTG

GAGGACGGCA
CTCCTGCCGT

CAACGTCTAT
GTTGCAGATA

TCAAGATCCG
AGTTCTAGGC

TACCAGCAGA
ATGGTCGTCT

CCACTACCTG
GGTGATGGAC

GCGATCACAT
CGCTAGTGTA

GGCATGGACG
CCGTACCTGC

Xbal
GTCTAGATAC
CAGATCTATG

Absl

Aorl3HI

Bbel
Bpil
Bsp681
| BstENI
Cpol
EcoNl
1-Scel
Mssl
PFIMI
PmlI1
PspPPI
SanDlI
SgrDI

Tthl11l

P Y D V
CCATACGATG
GGTATGCTAC

Acclll

BbrPI

Bpul1021
Bspl17201

BstPl
Cspl

Eco0651

Kasl
Narl

P1-Pspl

PpuMl
PspXl
Sapl
Sgsl
Van91ll

Aor51HI

P D Y

A Apal

GACGACGGCA
CTGCTGCCGT

CCTGGTGAAC
GGACCACTTG

ACATCCTGGG
TGTAGGACCC

ATCATGGCCG
TAGTACCGGC

CCACAACATC
GGTGTTGTAG

ACACCCCCAT
TGTGGGGGTA

AGCACCCAGT
TCGTGGGTCA

GGTCCTGCTG
CCAGGACGAC

AGCTGTACAA
TCGACATGTT

TTCCAGATTA CGCTTAAGGG CCCGGTACCT
AAGGTCTAAT GCGAATTCCC GGGCCATGGA
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AccB71
Ascl
Bbsl
BpuAl
BspEl
BstPAI
CspAl
Egel
Kpn2l
Nrul
PI-Scel
PshAl
Psrl
Sbfl
Smil
Xagl

Acvl
AsiGl
BbvCl
BseAl
BspQl
BstVv2l
Dinl
Ehel
Lgul
PalAl
PinAl
Psp511
Psyl
Sdal
Spel
Xcml

» pPCMV-MCS-P2A-EGFP-HA-ZeoH (1) BB 37 40,35 «
GT"MK,AC
C TTAA,G
GACNN,N*NNGTC
G,GGCC"C
G"GATC,C
T"GATC,A

Accl
AFIII
Ahdl
Apal
BamHI
Bcll
BfuAl
Bglll
Bmtl

ACCTGCNNNN"NNNN,

A"GATC,T
G,CTAG™C
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1752
2583
136

2592
1721
2824
4465
1757
1635

Afel
AsiSl
Bcul
BshTI1
BssNAI
Bstz171
Eco47111
FspAl
MIy113l
PciSl
PIuTI
PspCl
Rgal
SfaAl
Sse83871

Mfel
Miul
Mscl
Ndel
Nhel
Notl
PaeR7I1
Pcil
PspOMI

D2828 pCMV-MCS-P2A-EGFP-HA-Zeo

Agel
Aspl
Blpl
BsiWl
Bst11071
BtuMl
Eco721
1-Ceul
Mrel
PF12311
PmaCl
PspEI
Rsril
Sfol
SspDI

C"AATT,G
A"CGCG,T
TGG|CCA
CA"TA,TG
G"CTAG,C
GC"GGCC,GC
C"TCGA,G
A"CATG,T
G"GGCC,C

2917
3053
4042
1274
1631
1702
1763
5665
2588
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BsmBI CGTCTCNT™NNNN, 1803 Pstl C,TGCA™G 1737

BspDI AT"CG,AT 4007  Pvull CAG|CTG 3665
BspMI ACCTGCNNNN"NNNN, 4465 Sacl G,AGCT"C 1689
BsrGlI T*GTAC,A 2544  Sacll CC,GC"GG 1696
BssHI I G CGCG,C 4075 Ssall G"TCGA,C 1751
BstBI TT"CG,AA 4429 Scal AGT|ACT 616

BstXI CCAN,NNNN"NTGG 1697 Sfil GGCCN, NNN"NGGCC 3942
Clal AT"CG,AT 4007  SgrAl CR™CCGG, YG 4153
CspCl NN~ (N) 1:CAANNNNNGTGG(N) 10, NN 1416 Smal CCC|GGG 1716
Earl CTCTTCN"NNN, 931  SnaBl TAC|GTA 1380
Eco53kl GAG|CTC 1687  Srfl GCCC|GGGC 1716
EcoRI G"AATT,C 1739 stul AGG|CCT 3988
ECORV GAT|ATC 1747 TspMl C"CCGG,G 1714
Esp3l CGTCTCN"NNNN, 1803 Xbal T*CTAG,A 2552
Fsel GG,CCGG™CC 4315  Xhol C"TCGA,G 1763
Hind111 A*AGCT,T 1727  Xmal C"CCGG,G 1714
Hpal GTT|AAC 2930  Xmnl GAANN|NNTTC 735

» pCMV-MCS-P2A-EGFP-HA-Zeo i v HH % 485 A B AT I iF, - 5 FH 1% T8 g 0 51 90T 30 I 1) 7 51 A0 EGFP - primer ]
AR
T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
EGFP primer (1837-1853): 5' CCTCGCCCTTGCTCACC 3'
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L] LS G5
ST1450-20mg Zeocin (HEER) 20mg
ST1450-100mg Zeocin (3K &HR) 100mg
ST1450-0.25ml Zeocin (K& %K) 20mg/mIx0.25ml

ST1450-1ml Zeocin (I3 &EX) 20mg/mlx1ml
C0533-0.5ml Lipo8000 ™% i 7| 0.5ml
C0533-1.5ml Lipo8000 ™ #% JLix 7] 1.5ml
C0533-7.5ml Lipo8000 ™ #% Yuix 7] 7.5ml
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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 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/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 1ug/100ug
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 1ug/100ug
D2813 pCMV-MCS-P2A-EGFP-Flag-Zeo 1ug/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 1ug/100ug
D2824 pCMV-MCS-P2A-mCherry-HA-Pur 1ug/100ug
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 1ug/100ug
D2829 pCMV-MCS-P2A-EGFP-Myc-Zeo 1ug/100ug
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