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PCMV-N-HA-MCS-P2A-mCherry-Hyg

FE LS f3%
D2796-1ug pCMV-N-HA-MCS-P2A-mCherry-Hyg 1ug
D2796-100ug pCMV-N-HA-MCS-P2A-mCherry-Hyg 100ug
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» pCMV-N-HA-MCS-P2A-mCherry-Hygs& #5 = K W & (1 I T 7€ Wi 5L 30 4 40 B o [7] i 36 JANS A HARR 25(HA Tag,
YPYDVPDYA) H IR A 487565 A mCherry A 2 =B (Hygromycin B)HT 4 3 K] (1 33 Bk .

> AR ACMVE BT A LA RUa 3 H R FE 1R o] L7 (88 FH STHARR 2 I BT (AF5057/AF2305/AF0039/AH158)
SRAGIN H A A [FE R DLE I P2ASE F A 40 (056 't B FAmCherry, {8 Tl i mCherry 1 %¢ 6 R vE W B 192 (A R IA 1
Blo AR RIERER T LIS % K1,

Brightfield mCherry

K1, 282 KpCMV-N-HA-MCS-P2A-mCherry-Hyg i fi 4 F Lipo8000 ™#% 4 i 71| (C0533) 5% 4e293 T4 il 5 IR IBE X R K. £
M ERA IR, AT . REUHES %, SEBR AT 2 PR B S50 26 A4 I AN [RI T A B AN [

> KR AE £ g B AL a5 FimCherry [ 4 65 5 51 2 8] & A P2ARK 7 51 o P2AE — AN AT DL A FE AR N & 194 & 3 R ik 3
(ATNFSLLKQAGDVEENPGP)[# “H B V)" /MK (HSEFRIEFEFEA R KA A Y], 12 A i A ki P2ASE 2 A G 14 Clifi
1 SR A0 2 T R P 5 RTT R AR, B S BRAT FI K I A R =4y B9 . i B 1 2 R 3808 2R (1 IR Cak 23 R
— LB AL P2 AN 3 (GSGATNFSLLKQAGDVEENPG), i i £ 1 N % 2 A B ok B I 28 B8« AEP2ARK IRIN I il A GSG
¥, Al E IR [1,2].

> ARFRCNE N E 5 R (Ampicillin) A1 & KB (Hygromycin B)pitE. AR EETEE LRI, FEAKMITE S 06k fH %
WM. BN S, T8 Hygromycin B (ST1389) ik ke & ik H 1 & A I 4i iukk .

» pCMV-N-HA-MCS-P2A-mCherry-Hyg /s ¥ (1) 3= B4Z B 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
mCherry 1874-2584
T7 promoter 2636-2654
SV40 poly(A) signal 2928-3049
1 ori 3056-3511
AmpR promoter 3538-3642
SV40 promoter 3644-4001
SV40 ori 3852-3987

HygR 4036-5061



HSV-thymidine kinase (TK) polyA signal
ori
> pCMV-N-HA-MCS-P2A-mCherry-Hyg /i #i(6365bp) i Bl i T

6365 bp
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5293-5340
5669-6257

Ndel (1274)

T3 promoter

SaclI (1689)
NotI (1701)

HA

Xmal (1741)
Smal (1743)
BamHI (1748)
HindIII (1754)
EcoRI (1766)
EcoRV (1774)
Sall (1778)
BglIII (1784)
XhoI (1790)
Xbal (1796)
Spel (1802)

SV40 promoter Apal (2589)
> PCMV-N-HA-MCS-P2A-mCherry-Hyg 1) 2 7 AL 4 40 B 0 R
Sacl Notl
1651 CGAAATTAAC CCTCACTAAA GGGAACAAAA GCTGGAGCTC CACGCGGTGG
GCTTTAATTG GGAGTGATTT CCCTTGTTTT CGACCTCGAG GTGCGCCACC
HA tag Xmal
iY P Y DV P D Y A Smal BamH1
1701 CGGCCGCCAT GTACCCATAC GATGTTCCAG ATTACGCTAG CCCGGGCGGA
GCCGGCGGTA CATGGGTATG CTACAAGGTC TAATGCGATC GGGCCCGCCT
Hindl 11 EcoRlI EcoRV Sall Bglll Xbal
1751 TCCAAGCTTC TGCAGGAATT CGATATCGTC GACAGATCTC TCGAGTCTAG
AGGTTCGAAG ACGTCCTTAA GCTATAGCAG CTGTCTAGAG AGCTCAGATC
P2A sequence

Spel G S G |A T N F S L L K Q A G D

1801 AACTAGTGGA AGCGGAGCTA CTAACTTCAG CCTGCTGAAG CAGGCTGGAG
TTGATCACCT TCGCCTCGAT GATTGAAGTC GGACGACTTC GTCCGACCTC

V E E N P G P mCherry sequence

1851 ACGTGGAGGA GAACCCTGGA CCTATGGTGA GCAAGGGCGA GGAGGATAAC
TGCACCTCCT CTTGGGACCT GGATACCACT CGTTCCCGCT CCTCCTATTG

1901 ATGGCCATCA TCAAGGAGTT CATGCGCTTC AAGGTGCACA TGGAGGGCTC
TACCGGTAGT AGTTCCTCAA GTACGCGAAG TTCCACGTGT ACCTCCCGAG

1951 CGTGAACGGC CACGAGTTCG AGATCGAGGG CGAGGGCGAG GGCCGCCCCT
GCACTTGCCG GTGCTCAAGC TCTAGCTCCC GCTCCCGCTC CCGGCGGGGA

2001 ACGAGGGCAC CCAGACCGCC AAGCTGAAGG TGACCAAGGG TGGCCCCCTG
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TGCTCCCGTG GGTCTGGCGG TTCGACTTCC ACTGGTTCCC
2051 CCCTTCGCCT GGGACATCCT GTCCCCTCAG TTCATGTACG
GGGAAGCGGA CCCTGTAGGA CAGGGGAGTC AAGTACATGC
2101 CTACGTGAAG CACCCCGCCG ACATCCCCGA CTACTTGAAG
GATGCACTTC GTGGGGCGGC TGTAGGGGCT GATGAACTTC
2151 CCGAGGGCTT CAAGTGGGAG CGCGTGATGA ACTTCGAGGA
GGCTCCCGAA GTTCACCCTC GCGCACTACT TGAAGCTCCT
2201 GTGACCGTGA CCCAGGACTC CTCCCTGCAG GACGGCGAGT
CACTGGCACT GGGTCCTGAG GAGGGACGTC CTGCCGCTCA
2251 GGTGAAGCTG CGCGGCACCA ACTTCCCCTC CGACGGCCCC
CCACTTCGAC GCGCCGTGGT TGAAGGGGAG GCTGCCGGGG
2301 AGAAGACCAT GGGCTGGGAG GCCTCCTCCG AGCGGATGTA
TCTTCTGGTA CCCGACCCTC CGGAGGAGGC TCGCCTACAT
2351 GGCGCCCTGA AGGGCGAGAT CAAGCAGAGG CTGAAGCTGA
CCGCGGGACT TCCCGCTCTA GTTCGTCTCC GACTTCGACT
2401 CCACTACGAC GCTGAGGTCA AGACCACCTA CAAGGCCAAG
GGTGATGCTG CGACTCCAGT TCTGGTGGAT GTTCCGGTTC
2451 AGCTGCCCGG CGCCTACAAC GTCAACATCA AGTTGGACAT
TCGACGGGCC GCGGATGTTG CAGTTGTAGT TCAACCTGTA
2501 AACGAGGACT ACACCATCGT GGAACAGTAC GAACGCGCCG
TTGCTCCTGA TGTGGTAGCA CCTTGTCATG CTTGCGCGGC
Apal
2551 CTCCACCGGC GGCATGGACG AGCTGTACAA GTAGGGGCCC
GAGGTGGCCG CCGTACCTGC TCGACATGTT CATCCCCGGG
> pCMV-N-HA-MCS-P2A-mCherry-HygH 547 (B DI A 35
Aarl Absl Acvl Afel AFLLI
Ascl AsiGl Bael BbrPl1 Bfrli
BsePl BshTl BsiWl Bsp68I Bspl17201
BssHI1 BssNAI Bst98l Bst11071 BstAFI
Bstz171 BtuMl Celll Cfr42l CspAl
EcoNI Fsel FspAl 1-Ceul 1-Ppol
Lgul MauBI Mrel MspCl Mssl
Paul PciSl PFI2311 PI-Pspl PI-Scel
Pmel Pml1 PpuMl Psp511 PspCl
PspXl1 Psrl Rigl Sacll SanDI
SgrBlI SgrDI Sgsl Smil Sstlil
Xagl
» pCMV-N-HA-MCS-P2A-mCherry-HygH (1) B B A7 40 35 -
Accl GT MK, AC 1779
Alel CACNN|NNGTG 2516
Apal G,GGCC™C 2589
AsiSl GCG,AT CGC 4400
BamH1 G~ GATC,C 1748
Bbsl GAAGACNNNNNN, 2309
BbvCl CC™TCA,GC 2412
Bcgl NN~ (N)10CCGA(N)6 TGC(N)10,NN™ 641
Bcll T GATC,A 2821
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ACCGGGGGAC

GCTCCAAGGC
CGAGGTTCCG

CTGTCCTTCC
GACAGGAAGG

CGGCGGCGTG
GCCGCCGCAC

TCATCTACAA
AGTAGATGTT

GTAATGCAGA
CATTACGTCT

CCCCGAGGAC
GGGGCTCCTG

AGGACGGCGG
TCCTGCCGCC

AAGCCCGTGC
TTCGGGCACG

CACCTCCCAC
GTGGAGGGTG

AGGGCCGCCA
TCCCGGCGGT

GGTACCTTAA
CCATGGAATT

Agel
Blpl
BspQl
BstENI
Eco47111
1-Scel
Nrul
PinAl
PspLlI
Sapl
Swal

Miul
Mscl
Ndel
Notl
PaeR71
Pcil
PFIFI
PshAl
PspOMI

D2796 pCMV-N-HA-MCS-P2A-mCherry-Hyg

Aor51HI
Bpul1021
BspTI
BstXl
Eco721
Kspl
PalAl
PmaCl
PspPPI
STr303l1
Vha4641

A~CGCG,T
TGG|CCA

CA TA,TG

GC GGCC,GC
C TCGA,G)

A CATG,T
GACN™N,NGTC
GACNN|NNGTC
G GGCC,C

3050
1904
1274
1701
1790
6313
4540
4063
2585
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Bglll ATGATC,T 1784 Rsril CG~GWC,CG 4444

BmgB 1 CAC]GTC 1852  Ssacl G,AGCTC 1689
Bpu101 CC TNA,GC 2412 sall G TCGA,C 1778
Bsgl GTGCAGNNNNNNNNNNNNNN , NN 2468  Sbfl CC,TGCA GG 2229
BsmBI CGTCTCN NNNN, 1842 SFil GGCCN,NNN"NGGCC 3939
BspDI AT~CG,AT 4004  SgrAl CR™CCGG, YG 2555
BsrGI T°GTAC,A 2574  Smal CCCIGGG 1743
BstBI TT°CG,AA 5077  SnaBl TAC|GTA 1380
Clal AT~CG,AT 4004  spel A“CTAG,T 1802
CspCl NN™ (N 12 CAACND) sGTGG (N 10, NN 1416  Srfl GCCC|GGGC 1743
Earl CTCTTCNNNN, 931 TspM1 C CCGG,G 1741
Eco53kl  GAG|CTC 1687  Tth11ll  GACN'N,NGTC 4540
EcoRI G AATT,C 1766 Xbal T°CTAG,A 1796
ECORV GAT|ATC 1774 Xcml ggANNNN’N NNNNT 5560
Esp3l CGTCTCN™NNNN, 1842  Xhol C TCGA,G 1790
HindI1l  AAGCT,T 1754  Xmal C CCGG,G 1741
Hpal GTT|AAC 2027 Xmnl GAANNNNTTC 735
MFel C AATT,G 2914
» pCMV-N-HA-MCS-P2A-mCherry-Hyg 5 ki Hoct 48 N\ v BOHAT I FP sy, HEF 480 00 2 1) 0 7 51 20 T30 s 10 0 /7 51 #ImCherry

primer {7410 R :

T3 primer (1654-1672): 5' AATTAACCCTCACTAAAGG 3'
mCherry primer (1876-1892): 5' CCTCGCCCTTGCTCACC 3'
» pCMV-N-HA-MCS-P2A-mCherry-Hyg )47 515 B1E 2% 28 = R u FiZ ook {5 2.

2R
7= oS 7= i AR %
D2796-1pg pCMV-N-HA-MCS-P2A-mCherry-Hyg 1ug
D2796-100pg PCMV-N-HA-MCS-P2A-mCherry-Hyg 100ug
- LRE 14
RTFSFM:
-20°C{R AT
AEFEI:

> RFORLRG S = R ATV AR TAR R DL &, WA AT BN T SR 56 = AR AT N BERAL
> AP EURT M NGRS TR WEsGa T, AT EaEEs, MR T HEEEN.
> N T EMERE, 55 KRR E—RET BRI

fEAAR:

1 E A g B A S, 15 S5 U EAR BRI AL K I AT B, AT BOR/NE . T s E R 5 f T e g2 Mg . il
SRFAT I TR AT OB I B U] F Pk AT 2 0E ,  BOBR I HEAT $5E

2. 100ugELEE A= S FURLIR B N0 . 1pg/pl, FEdmle 7T LA 3 TR D) Bl 4 JL At i .

3. pCMV-N-HA-MCS-P2A-mCherry-Hyg /it i £ 2 2 5 [ A7 i3l 24 B V) 5 7T LA AN A RIA 1K H IR, 75 v R i A PR A B
tag-Z AR BR AR HE 2L — 5, B 5 208 G A AR AR R SRR o S I JSORE mT LA 3 A5 V5 A

SE R :
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) ILLE £
ST1389-50mg Hygromycin B (#]% %B) 50mg
ST1389-250mg Hygromycin B (#] % %B) 250mg

ST1389-1g Hygromycin B (7% %B) 1g

ST1389-5g Hygromycin B (7% %B) 5g

C0533-0.5ml Lipo8000 ™% YL 7] 0.5ml
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C0533-1.5ml Lipo8000 ™% BLix 5| 1.5ml
C0533-7.5ml Lipo8000 ™% i 71 7.5ml
D2633 pCMV-MCS-P2A-EGFP-Flag-Neo 1ug/100ug
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 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
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/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 1ug/100ug
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/100ug
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 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/100ug
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

\ersion 2022.03.18
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