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-Myc-Zeo

7 i 77 i A4 TR f13%
D2829-1ug pCMV-MCS-P2A-EGFP-Myc-Zeo 1lug
D2829-100ug pCMV-MCS-P2A-EGFP-Myc-Zeo 100pg

PR B

» pCMV-MCS-P2A-EGFP-Myc-Zeo & 3 2= Ktk 1 FH T PE M AL 4 i o [F] e 320k B a3 5m 4k €15 ' B [ EGFP AR
K57 Z (Zeocin) Bt 2L K R IE TR

> AFRE A MCMVE 37 0] LLE 208 3 B IS R RIE, A I ] DU R P2ASE 3R IA 38 5 43 (.58 O B HEGFP, {F T i@ itk
EGFPHIZ AR Ml B 1 A R IAE L. AR RIE R T LS E L.

Brightfield

EGFP

1. 37 KpCMV-MCS-P2A-EGFP-Myc-Zeo i #i 1 ] Lipo8000 ™ 4% 4L iR 77| (C0533) 4% Ye293 TN il Ji (I R iA RUR I . Ay
WA, AR . REUES %, SERRa iR 2 LR A SE 56 S A AN [R] A BT AN [

> 5B TE £ 50 B A7 55 R EGFP [ 4% D 5 51 2 8] & A P2ARK /7 51 « P2AR: — AN AT LA ok 3 1 O & 190 & R R vk L
(ATNFSLLKQAGDVEENPGP)[] “HETYN” /MK . (HSEBRASFEFFA R KA H BT, 12 M R BT P2AZE2A G 1:-Clily
1) H SR R 2 R IR B 1 5 T R FEAE ), e 4 S BRATF IR v AR W =50 85 . i H 13 R 304 B 1 M Col 2 Vs
— LB 2 4P FIP2ATE £ (GSGATNFSLLKQAGDVEENPG), 1fii Filf 2k H N 2 A4 I 2 R« TEP2ARK N Il AGSG
FA, AR YIRCR [1,2].

> RFRCNE R EE R (Ampicillin) fTE R E 2 (Zeocin) Fitk. WRARATEHEERM, ARG HE G ML EME . #
PSS, WA FH Zeocin (ST1450) i Fa s 23 B 1R 1 1 40 bk

» pCMV-MCS-P2A-EGFP-Myc-Zeoi ¥i () - Z45 B T -

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
Myc 2558-2587
T7 promoter 2642-2660
SV40 poly(A) signal 2934-3055
flori 3062-3517
AmpR promoter 3544-3648
SV40 promoter 3650-4007
SV40 ori 3858-3993
BleoR 4042-4416

HSV TK poly(A) signal 4648-4695
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T3 promoter

pCMV-MCS-P2A-EGFP-Myc-Zeo
5720 bp

Sacl (1689)
NotI (1702)
Xmal (1714)
Smal (17186)
BamHI (1721)
HindIII (1727)
Pstl (1737)
EcoRI (1739)
EcoRV (1747)
Sall (1751)
BgIII (1757)
Xhol (1763)
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Xbal (2552)
Apal (2595)

> pCMV-MCS-P2A-EGFP-Myc-Zeolt] & v A7 i VRN g n R -

Sacl
CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACCGCGGTG
GCTTTAATTG GGAGTGATTT CCCTTGTTTT CGACCTCGAG GTGGCGCCAC

1651

1701

1751

1801

1851

1901

1951

2001

2051

Notl
GCGGCCGCTC
CGCCGGCGAG

Sall
GTCGACAGAT
CAGCTGTCTA

Bglll

Xmal
Smal
TAGCCCGGGC
ATCGGGCCCG

Xhol G
CTCTCGAGGG
GAGAGCTCCC

BamH1
GGATCCAAGC

CCTAGGTTCG
P2A

Hindl11

Pstli

TTCTGCAGGA

AAGACGTCCT
sequence

EcoRl1

EcoRV
ATTCGATATC
TAAGCTATAG

S G |A
AAGCGGAGCT
TTCGCCTCGA

T N F S
ACTAACTTCA
TGATTGAAGT

Q A G
GCAGGCTGGA
CGTCCGACCT

AGGAGCTGTT
TCCTCGACAA

GTAAACGGCC
CATTTGCCGG

CTACGGCAAG
GATGCCGTTC

TGCCCTGGCC
ACGGGACCGG

AGCCGCTACC

D V E E
GACGTGGAGG
CTGCACCTCC

CACCGGGGTG
GTGGCCCCAC

ACAAGTTCAG
TGTTCAAGTC

CTGACCCTGA
GACTGGGACT

CACCCTCGTG
GTGGGAGCAC

CCGACCACAT

N P G
AGAACCCTGG
TCTTGGGACC

GTGCCCATCC
CACGGGTAGG

CGTGTCCGGC
GCACAGGCCG

AGTTCATCTG
TCAAGTAGAC

ACCACCCTGA
TGGTGGGACT

GAAGCAGCAC
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L L K
GCCTGCTGAA
CGGACGACTT

P |EGFP sequence

ACCTATGGTG
TGGATACCAC

TGGTCGAGCT
ACCAGCTCGA

GAGGGCGAGG
CTCCCGCTCC

CACCACCGGC
GTGGTGGCCG

CCTACGGCGT
GGATGCCGCA

GACTTCTTCA

AGCAAGGGCG
TCGTTCCCGC

GGACGGCGAC
CCTGCCGCTG

GCGATGCCAC
CGCTACGGTG

AAGCTGCCCG
TTCGACGGGC

GCAGTGCTTC
CGTCACGAAG

AGTCCGCCAT
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2101

2151

2201

2251

2301

2351

2401

2451

2501

2551

TCGGCGATGG

GCCCGAAGGC
CGGGCTTCCG

ACTACAAGAC
TGATGTTCTG

CGCATCGAGC
GCGTAGCTCG

GCACAAGCTG
CGTGTTCGAC

ACAAGCAGAA
TGTTCGTCTT

GAGGACGGCA
CTCCTGCCGT

CGGCGACGGC
GCCGCTGCCG

CCGCCCTGAG
GGCGGGACTC

GAGTTCGTGA
CTCAAGCACT
Myc

GGCTGGTGTA

TACGTCCAGG
ATGCAGGTCC

CCGCGCCGAG
GGCGCGGCTC

TGAAGGGCAT
ACTTCCCGTA

GAGTACAACT
CTCATGTTGA

GAACGGCATC
CTTGCCGTAG

GCGTGCAGCT
CGCACGTCGA

CCCGTGCTGC
GGGCACGACG

CAAAGACCCC
GTTTCTGGGG

CCGCCGCCGG
GGCGGCGGCC
tag

CTTCGTCGTG

AGCGCACCAT
TCGCGTGGTA

GTGAAGTTCG
CACTTCAAGC

CGACTTCAAG
GCTGAAGTTC

ACAACAGCCA
TGTTGTCGGT

AAGGTGAACT
TTCCACTTGA

CGCCGACCAC
GCGGCTGGTG

TGCCCGACAA
ACGGGCTGTT

AACGAGAAGC
TTGCTCTTCG

GATCACTCTC
CTAGTGAGAG

CTGAAGAAGT

CTTCTTCAAG
GAAGAAGTTC

AGGGCGACAC
TCCCGCTGTG

GAGGACGGCA
CTCCTGCCGT

CAACGTCTAT
GTTGCAGATA

TCAAGATCCG
AGTTCTAGGC

TACCAGCAGA
ATGGTCGTCT

CCACTACCTG
GGTGATGGAC

GCGATCACAT
CGCTAGTGTA

GGCATGGACG
CCGTACCTGC

Xbal
GTCTAGAGAG
CAGATCTCTC

Q K L 1
CAGAAACTCA
GTCTTTGAGT

S E E
TCTCTGAAGA
AGAGACTTCT

D L
GGATCTGTAA
CCTAGACATT
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Aarl
Agel
Aspl
Bfri
BshTl1
BspTl
BstPI
Cspl

Eco0651

Kasl
Mssli
PFIMI
Pml1

PspPPl1

SanDlI
SgrDI

Tthllll

Absl
Ahll
Bael
Blpl
BsiWl
BssNAI
BstPAI
CspAl
Egel
Kpn21
Narl

PI1-Pspl

PpuMl
PspXl
Sapl
Sgsli
Van9ll

Acclll

Aorl3HI

Bbel
Boxl
Bspl3l
Bst98l1
BstVv2l
Dinl
Ehel
Lgul
Nrul

PshAl
Psri
Sbfl
Smil

Vha4641

P1-Scel

AccB71

Aor51HI

BbrP1
Bpil
Bsp68I

Bst11071
Bstz171
Eco47111

FspAl

MIy1131

PalAl
PinAl
Psp511
Psyl
Sdal
Spel
Xagl

Acvl
Ascl
Bbsl
Bpul1021
Bsp17201
BstAFI
BtuMl
Eco721
1-Ceul
Mrel
PciSl
PIuTI
PspCl
Rgal
SfaAl
Sse83871
Xcml

> PCMV-MCS-P2A-EGFP-Myc-Zeo H 1] B Fig 1) 7 5 A 355 -
GT MK,AC
GACNN,N>NNGTC
G,GGCC™C
G GATC,C
T GATC,A

Accl
Ahdl
Apal
BamHI
Bcll
BfuAl
Bglll

ACCTGCNNNNTNNNN,

ATGATC,T
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1752
136

2592
1721
2827
4468
1757

TCAGGCGGTA

GACGACGGCA
CTGCTGCCGT

CCTGGTGAAC
GGACCACTTG

ACATCCTGGG
TGTAGGACCC

ATCATGGCCG
TAGTACCGGC

CCACAACATC
GGTGTTGTAG

ACACCCCCAT
TGTGGGGGTA

AGCACCCAGT
TCGTGGGTCA

GGTCCTGCTG
CCAGGACGAC

AGCTGTACAA
TCGACATGTT

Apal
GGGCCCGGTA
CCCGGGCCAT

Afel
AsiGl
BbvCl
BpuAl
BspEI
BstEIll
Celll
Eco91l
1-Ppol
Mrol
PFI2311
PmaCl
PspEI
Rsril
Sfol
SspDI

Miul
Mscl
Ndel
Nhel
Notl
PaeR71
Pcil
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AFI1I
AsiSlI
Bcul
BseAl
BspQl
BstENI
Cpol
EcoNI
1-Scel
MspCl
PFIFI
Pmel
PspLlI
Rsr21
Sgfl
Swal

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

3056
4045
1274
1631
1702
1763
5668
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Bmtl G,CTAG™C 1635 PspOMI G GGCC,C 2591

BsmBI CGTCTCN™NNNN, 1803 Pstl C,TGCA G 1737
BspDI AT™CG,AT 4010 Pvull CAG|CTG 3668
BspMI ACCTGCNNNN"NNNN, 4468 Sacl G,AGCT™C 1689
BsrGl T GTAC,A 2544  Sacll CC,GC GG 1696
BssHI I G CGCG,C 4078 Ssall G TCGA,C 1751
BstBI TT°CG,AA 4432  Scal AGT|ACT 616

BstXI CCAN,NNNN™NTGG 1697 SFil GGCCN, NNN™NGGCC 3945
Clal AT CG,AT 4010 SgrAl CR™CCGG, YG 4156
CspCl NN (N) 1:CAANNNNNGTGG(N) 10, NN 1416 Smal CCC| GGG 1716
Eco53kl GAG|CTC 1687 SnaBl TAC|GTA 1380
EcoRI G AATT,C 1739  Srfl GCCC|GGGC 1716
ECORV GAT|ATC 1747 stul AGG|CCT 3991
Esp3l CGTCTCN™NNNN, 1803 TspMI C~CCGG,G 1714
Fsel GG,CCGG™CC 4318 Xbal T CTAG,A 2552
Hind111 A AGCT,T 1727  Xhol C TCGA,G 1763
Hpal GTT|AAC 2933  Xmal C~CCGG,G 1714
MFel C AATT,G 2920  Xmnl GAANN|NNTTC 735

» pCMV-MCS-P2A-EGFP-Myc-Zeosi i H 5 fli N B AT I i, HEF# 480 FH %) 18 w0 U 5 51 0 T3NS 11l /5 51 EGFP primer
HIFFI T
T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
EGFP primer (1837-1853): 5' CCTCGCCCTTGCTCACC 3'

> pCMV-MCS-P2A-EGFP-Myc-Zeolf1 4= 7 55 B 5% 2 = K Mk _HiZ 5k s 2 .

BRER:
7 i S 7 i A4 TR ok
D2829-1pg pCMV-MCS-P2A-EGFP-Myc-Zeo 1ug
D2829-100ug pCMV-MCS-P2A-EGFP-Myc-Zeo 100ug
~ DIRE 14
RIFHRM:
-20°C{RAE o
AEFEI:

> RFORLRG S = R ATV AR TAR R R &, WA AT BN TSR 58 = AR AT N BRAL
> AP RAUR T N G RIRAEE A, A TR Wiy, AT EREZhsn, MR T HEEEn.
> NV ZENERE, 55 KBRS T BRI,

fEF R :

L B A g A% (A = iy, 1 S B> AR ORL A A K AP R, HEAT RN & B EORE RS B T2 & .
PESRAT I TR AT LLd S B ) kAT %, SO IR T S e .

2. 100pgfo % (A= 5 BRI BE 0. 1pg/ul, FEiml. T DUE 32 Tl U Bl % e dn i .

3. pCMV-MCS-P2A-EGFP-Myc-ZeoJi R 7E 2 T & A7 mUid U EE Y 5 ] DR AR RIA I H FER, TiFEEMAZER F B flitagz
B (ISR B — 3, B 5 B G R AR R SR AR o ) 1) JSORE T LA FH R Y 3 e 4t

S EHL
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.

X ~am:

L] = AR f3
ST1450-20mg Zeocin (IH3E&H %K) 20mg
ST1450-100mg Zeocin (I3 H %K) 100mg
ST1450-0.25ml Zeocin (IFKER) 20mg/mix0.25ml

ST1450-1ml Zeocin (IH3EH X) 20mg/mlx1ml
C0533-0.5ml Lipo8000 ™% JLix 5| 0.5ml
C0533-1.5ml Lipo8000 ™ %% i 7 1.5ml
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C0533-7.5ml Lipo8000 ™% BLix 5| 7.5ml
D2633 pCMV-MCS-P2A-EGFP-Flag-Neo 1pg/100pg
D2640 pCMV-MCS-P2A-EGFP-HA-Neo 1pg/100pg
D2673 pCMV-MCS-P2A-EGFP-Myc-Neo 1pg/100pg
D2723 pCMV-N-Flag-MCS-P2A-EGFP-Neo 1ug/100ug
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 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/100ug
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 1pg/100ug
D2810 pCMV-N-Flag-MCS-P2A-EGFP-Zeo 1pg/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/100pg
D2814 pCMV-MCS-P2A-EGFP-HA-Bla 1ug/100ug
D2819 pCMV-MCS-P2A-EGFP-Myc-Bla 1pg/100pg
D2822 pCMV-MCS-P2A-mCherry-HA-Hyg 1pg/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
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