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~oEnN:

» pCMV-N-EGFPs2# = K HATHER AL E ok, T3 3ENG & EGFP(Enhanced Green Fluorescent Protein, 155
BOTOCEA)RENESG ES. ZRREACMVES) T, AT&EAEEH KRR RRIE . £2 AL il
A —/NEGFPHIFE B gt Fr 51, R LAE 2 o B Ao s AR 0 B B HE # N H AY JE g T AR A NS 35 H EGFPAR 2 Rl S 2R - Al
HIEGFPH % eV v] DL LA 25 5y 0L 52 i 2 19 R 235 K AN A s 67, 19 R AR HTEGFPHT A S A Wl B A 188 DT Ve i 5

BH. RO R RPN A4S, wT DU G418k fa e ik H 1 & H 4Tk .

» pCMV-N-EGFPJi kL) 3245 B T
Feature Nucleotide
CMYV promoter
T3 promoter and T3 primer binding site
EGFP
Multiple cloning site
T7 promoter and T7 primer binding site
SV40 polyA signal
f1 origin of ss-DNA replication
bla promoter
SV40 promoter
Neomycin/kanamycin resistance ORF
HSV-thymidine kinase (TK) polyA signal
pUC origin

> pCMV-N-EGFPJiii $i(5003bp) 1 i 1 T «

Nde 1241

Nhe I 598

pUC origin Sac 1656

pCMV-N-EGFP
5003 bp

NeoR/KanR SV40pA

BamH 11395
Hind III 1401
PstI11411
EcoR 11413
EcoR V 1421
Sal 11425
Bgl IT 1431
Xho 11437
Xbal 1443
Spe 11449
Apal 1459

Pvull

P sv40 fl origin

P bla Mlu11920

ClaI2874
StuI2855

537

Position
1-602
620-639
677-1393
1394-1483
1503-1524
1536-1919
2057-2363
2388-2512
2532-2870
205-3696
3697-4155
4284-4951



» pCMV-N-EGFPI1) £ b [ {7 i i) TE4H G 1 F
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» pCMV-N-EGFPH A [P B V)7 55 (Restriction enzymes that do not cut pCMV-N-EGFP)&.#:

Sacl

GAGCTCTAGC GCTACCGGTC
CTCGAGATCG CGATGGCCAG

TTCACCGGGG TGGTGCCCAT
AAGTGGCCCC ACCACGGGTA

CCACAAGTTC AGCGTGTCCG
GGTGTTCAAG TCGCACAGGC

AGCTGACCCT GAAGTTCATC
TCGACTGGGA CTTCAAGTAG

CCCACCCTCG TGACCACCCT
GGGTGGGAGC ACTGGTGGGA

CCCCGACCAC ATGAAGCAGC
GGGGCTGGTG TACTTCGTCG

GCTACGTCCA GGAGCGCACC
CGATGCAGGT CCTCGCGTGG

ACCCGCGCCG AGGTGAAGTT
TGGGCGCGGC TCCACTTCAA

GCTGAAGGGC ATCGACTTCA
CGACTTCCCG TAGCTGAAGT

TGGAGTACAA CTACAACAGC
ACCTCATGTT GATGTTGTCG

AAGAACGGCA TCAAGGTGAA
TTCTTGCCGT AGTTCCACTT

CAGCGTGCAG CTCGCCGACC
GTCGCACGTC GAGCGGCTGG

GCCCCGTGCT GCTGCCCGAC
CGGGGCACGA CGACGGGCTG

AGCAAAGACC CCAACGAGAA
TCGTTTCTGG GGTTGCTCTT

GACCGCCGCC GGGATCACTC
CTGGCGGCGG CCCTAGTGAG

PstI

EcoRI EcoRV

EGEP
GCCACCATGG
CGGTGGTACC

CCTGGTCGAG
GGACCAGCTC

GCGAGGGCGA
CGCTCCCGCT

TGCACCACCG
ACGTGGTGGC

GACCTACGGC
CTGGATGCCG

ACGACTTCTT
TGCTGAAGAA

ATCTTCTTCA
TAGAAGAAGT

CGAGGGCGAC
GCTCCCGCTG

AGGAGGACGG
TCCTCCTGCC

CACAACGTCT
GTGTTGCAGA

CTTCAAGATC
GAAGTTCTAG

ACTACCAGCA
TGATGGTCGT

AACCACTACC
TTGGTGATGG

GCGCGATCAC

CGCGCTAGTG

TCGGCATGGA

AGCCGTACCT

Sall

BglII

TGAGCAAGGG
ACTCGTTCCC

CTGGACGGCG
GACCTGCCGC

GGGCGATGCC
CCCGCTACGG

GCAAGCTGCC
CGTTCGACGG

GTGCAGTGCT
CACGTCACGA

CAAGTCCGCC
GTTCAGGCGG

AGGACGACGG
TCCTGCTGCC

ACCCTGGTGA
TGGGACCACT

CAACATCCTG
GTTGTAGGAC

ATATCATGGC
TATAGTACCG

CGCCACAACA
GCGGTGTTGT

GAACACCCCC
CTTGTGGGGG

TGAGCACCCA
ACTCGTGGGT

ATGGTCCTGC

TACCAGGACG

CGAGCTGTAC

GCTCGACATG

XhoI

AGCTTCTGCA GGAATTCGAT ATCGTCGACA GATCTCTCGA
TCGAAGACGT CCTTAAGCTA TAGCAGCTGT CTAGAGAGCT

Apal

AGTGGGCCCG GTACCTTAAT TAATTAAGGT ACC
TCACCCGGGC CATGGAATTA ATTAATTCCA TGG

CGAGGAGCTG
GCTCCTCGAC

ACGTAAACGG
TGCATTTGCC

ACCTACGGCA
TGGATGCCGT

CGTGCCCTGG
GCACGGGACC

TCAGCCGCTA
AGTCGGCGAT

ATGCCCGAAG
TACGGGCTTC

CAACTACAAG
GTTGATGTTC

ACCGCATCGA
TGGCGTAGCT

GGGCACAAGC
CCCGTGTTCG

CGACAAGCAG
GCTGTTCGTC

TCGAGGACGG
AGCTCCTGCC

ATCGGCGACG
TAGCCGCTGC

GTCCGCCCTG
CAGGCGGGAC

TGGAGTTCGT
ACCTCAAGCA

BamHI HindIII
AAGGGATCCA
TTCCCTAGGT

Xbal

Spel
GTCTAGAACT
CAGATCTTGA

AclI AhdI AscI AsiSI
BbvCI BmgBI BsiWI BsmBI
BssHII BstXI Bstzl7I EarI
NotI Pf1IMI Pmel PmlI
PspXI Sapl SbfI Scal
Swal XcmI Xmal XmnI
> pCMV-N-EGFPH [ BV 5 (Restriction enzymes that cut pCMV-N-EGFP once) {u#F:
NdeI CA"TA, TG 240 Apal G,GGCC"C
SnaBI TAC|GTA 346 Pvul CG,AT CG
CspCI , NN (N) ;;CAA (N) sGTGG (N) 15, NN 380 BclI T GATC, A
Nhel G CTAG, C 597 Mfel C AATT, G
2/4 D2707 pCMV-N-EGFP (3% EH)

Bael

BspEI
EcoNI
PpuMI
SgrAIl

BbsI
BspQI
Fsel
PshAT
Smal

1454
1534
1690
1783
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BmtI G,CTAG C 597

Eco53kI GAG|CTC 653

SacI G,AGCT C 651

Afel AGC|GCT 660

Agel A CCGG, T 664

BcglI , NN (N) ;,CGA (N) ¢TGC (N) 1o, NN " 765

BsrGI T GTAC, A 1386
BamHI G GATC,C 1394
HindIII A AGCT,T 1400
PstI C,TGCA G 1406
EcoRI G AATT, C 1412
ECORV GAT |ATC 1420
Sall G TCGA, C 1424
AccI GT MK, AC 1425
BglII A GATC, T 1430
BsoBI C YCGR, G 1436
PaeR71I C TCGA, G 1436
Aval C YCGR, G 1436
XholI C TCGA, G 1436
Xbal T CTAG, A 1442
Spel A CTAG, T 1448
PspOMI G GGCC, C 1454

» pCMV-N-EGFP s iz HHEF# A58 H A0 7 51 40 5 210 0 F
N-EGFP primer (1284-1303): 5-GCACCCAGTCCGCCCTGAGC-3'
T7 primer (1503-1524): 5'-GTAATACGACTCACTATAGGGC-3'
» pCMV-N-EGFPII&FFIE BiE S M n KMk FiZF R {E S .
> pCMV-N-EGFPJii kL% 44 i J5 R R 1E S % E 1.

Hpal
Mlul
BsaXI
DralIll
Sfirl
Stul
Clarl
BspDI
Eagl
KasI
NarI
Sfol
PluTI
MscI
Pf1FT
TthlllT
BsrDI
RsrII
BstBI
Bsal
ApallI
PciTI

GTT | AAC

A CGCG, T
,NNN" (N) 4AC (N) sCTCC (N) 5, NNN
CAC, NNN ' GTG
GGCCN, NNN "NGGCC
AGG|CCT

AT CG,AT

AT CG,AT

C GGCC, G

G GCGC, C
GG'CG,CC
GGC | GCC
G,GCGC C
TGG|CCA
GACN'N, NGTC
GACN'N, NGTC
GCAATG, NN°

CG GWC, CG

TT CG, AA
GGTCTCN ' NNNN,
G TGCA, C

A CATG, T

BRER:
L] IE2Y S .5
D2707-1pug pCMV-N-EGFP (5t A) lug
D2707-100pg pCMV-N-EGFP (542t 8 () 100pg
— RS 11
RERH:
-20°C{RAE o
ERED:

> APRARGIE = R AMGFH AR RS, AR AT SN PTE SE = AR TS N BHRAL .
> KPR R U, A TR WsGaT, MR TR RS, MR EEEEN.

> TSI R A RERE, 1 5 SR RO R TR
{EF5EA:

1796
1919
2080
2146
2805
2854
2873
2873
2939
3032
3033
3034
3032
3115
3151
3151
3264
3549
3715
4022
4637
4951

Lo R I pg AR AUA T S, 3 S U A R AL KT i, AT DR rp R s R 32 5 M T /e 8 Hig .
SEIRAT B TRL AT DA S i D) rE PR REAT %658, BB Iy AT 5 0E
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2. 100pg 038 A= i FURLIR BE 0. 1 pg/ul,  Fimle W] DAL A T BE V) B 54 Je 4 i .
3. pCMV-N-EGFPFURLAEH: 2 5 B fd 24 WD) f5 vl DU NS 28 1 H BOFE R, R 22 (0 50K vl DU 5 7 120 e e 4 D

iE Nk
L] 77 i SR 3
D2602-1pg pCMV-Blank lug
D2602-100pg pCMV-Blank 100ug
D2621-1pg pCMV-C-BFP (i 2 t & ) lpg
D2621-100pg pCMV-C-BFP (#5528 () 100pg
D2623-1ug pCMV-C-CFP (5 5t H ) lpg
D2623-100pg pCMV-C-CFP (5 5t 8 ) 100pg
D2624-1ug pCMV-C-DsRed (£t E ) lpg
D2624-100pg pCMV-C-DsRed (£ 07K E ) 100ug
D2626-1pg pCMV-C-EGFP (555t 8 ) lug
D2626-100pg pCMV-C-EGFP (£ thk 6 H) 100pug
D2628-1ug pCMV-C-mCherry (ZLt0% YR H) lpg
D2628-100pg pCMV-C-mCherry (ZLE0 5% H) 100pg
D2630-1pg pCMV-C-YFP (5% H) lpg
D2630-100pg pCMV-C-YFP (2% o H) 100ug
D2632-1pg pCMV-C-Flag lug
D2632-100ug pCMV-C-Flag 100pg
D2639-1pg pCMV-C-HA lug
D2639-100ug pCMV-C-HA 100ug
D2650-1pg pCMV-C-His lug
D2650-100ug pCMV-C-His 100pg
D2672-1pg pCMV-C-Myc lpug
D2672-100pg pCMV-C-Myc 100pg
D2701-1pg pCMV-N-BFP (¥ 075 6 H) lpg
D2701-100pg pCMV-N-BFP (¥ t1.75% 25 1) 100pug
D2703-1pg pCMV-N-CFP (H R ) lpg
D2703-100pg pCMV-N-CFP (5 7% 62 ) 100pug
D2705-1ug pCMV-N-DsRed (4 1.5% 5 H) lpg
D2705-100pg pCMV-N-DsRed (£ 45 Y5 ) 100pg
D2707-1ug pCMV-N-EGFP (£t .58 B F) lpg
D2707-100pg pCMV-N-EGFP (£t 1,58 5 H) 100ug
D2711-1ug pCMV-N-mCherry (4. 5% Y 5 ) lpg
D2711-100ug pCMV-N-mCherry (4L %5% Y5 ) 100ug
D2716-1pg pCMV-N-YFP (¥ 425t 8 () lug
D2716-100pg pCMV-N-YFP (¥ 45t 8 () 100pg
D2722-1pg pCMV-N-Flag lpg
D2722-100pg pCMV-N-Flag 100pg
D2733-1pg pCMV-N-HA lpg
D2733-100ug pCMV-N-HA 100ug
D2737-1pg pCMV-N-His lug
D2737-100ug pCMV-N-His 100pg
D2756-1pg pCMV-N-Myc lug
D2756-100ug pCMV-N-Myc 100pg
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