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pCMV-Cre-EGFP

oS P 4t
D2608-1ug pCMV-Cre-EGFP lug
D2608-100ug pCMV-Cre-EGFP 100ug

FmEN

> pCMV-Cre-EGFPREH m K HITH AN EHCMV B3 FH A THEMIL Y 4 M b £ 157 B EGFP (Enhanced Green
Fluorescent Protein, HimER a5 H)RZEM Cre Recombinase (CreE4HR) IFRIE AL, 2k B &4 EERIRLFR (Conditional
gene knockout) /NEEEEHTSEHA loxphi AR R ARG, A BRI RIARI Cre Recombinase A PASEM ™ Joxphi 51
T EERIMMIBR, AT SR 2% (R 1 BRI R

> Cre®HANEZ KR T KNG B W R PLAY — R R BT $H AN 74978 (Type I topoisomerase), /2R &R E 4 (tyrosine
recombinase), ‘ERIRFI34bpi loxPhr s (R NP 13bp I AIE & 74l (inverted repeats), HAIZSbpfAIFEX (&1)H-
ft.loxPhi s 2 [AIDNAK A B4 ; S0 P=YARE lox PR A BAFERS 77 AR TR [, A2 B Jox PR R DNAYEL R A= il
PN E A EE 2 1 Jox PR = A DN AR RERIRTE ST #, - T P8 S Al lox PR <RI DNA 7 51 Bl 4 (12),

loxP

5-ataacttcgtataATGTATGCtatacgaagttat-3'
3'-tattgaagcatatTACATACGatatgcttcaata-5'
E1. loxPhsUF 3K, CreE4M S Ml3bpRMEEFHI(NGFR)EEE, HHEESObp AR ULHEX (CREFEE), kR
HCre BB I A

Ilnvert

|

K 2. Cre-loxPf s EAHREE,
> pCMV-Cre-EGFPFUR i HeLaglif5 2 ERIBME, 7 LIERIEGFPFRZ Cre B 40 G = B0 M e 4Rl (E3),
Brightfield Cre-EGFP

> ARBRCDA-RARERYUE, HAAEE, R G418 s E 2R IA H i E B AUZIIER,
> pCMV-Cre-EGFPRTRAY T 25 B4 T :

Feature Nucleotide Position
CMV promoter 1-602

T3 promoter and T3 primer binding site 620-639
Cre recombinase 677-1705

EGFP 1718-2437



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-Cre-EGFPFifi(6039bp) I E LI T :

Neor/Kanr

> pCMV-Cre-EGFPIIFHEIEN R :

651

701

751

801

851

901

951

1001

2/3

GAGCTCTAGC
CTCGAGATCG

CAAAATTTGC
GTTTTAAACG

GAACCTGATG
CTTGGACTAC

GGAAAATGCT
CCTTTTACGA

AATAACCGGA
TTATTGGCCT

TCTATATCTT
AGATATAGAA

TGGGCCAGCT
ACCCGGTCGA

GACAGCAATG
CTGTCGTTAC

CMYV promoter

pCMV-Cre-EGFP

6039 bp

fion

SV40 promoter
bla promoter SV40_ polyA

Mlu I 2958

Cre recombinase

GCTACCGGTC GCCACCATGT
CGATGGCCAG CGGTGGTACA

CTGCATTACC GGTCGATGCA
GACGTAATGG CCAGCTACGT

GACATGTTCA GGGATCGCCA
CTGTACAAGT CCCTAGCGGT

TCTGTCCGTT TGCCGGTCGT
AGACAGGCAA ACGGCCAGCA

AATGGTTTCC CGCAGAACCT
TTACCAAAGG GCGTCTTGGA

CAGGCGCGCG GTCTGGCAGT
GTCCGCGCGC CAGACCGTCA

AAACATGCTT CATCGTCGGT
TTTGTACGAA GTAGCAGCCA

CTGTTTCACT GGTTATGCGG
GACAAAGTGA CCAATACGCC

D2608 pCMV-Cre-EGFP

CCAATTTACT
GGTTAAATGA

ACGAGTGATG
TGCTCACTAC

GGCGTTTTCT
CCGCAAAAGA

GGGCGGCATG
CCCGCCGTAC

GAAGATGTTC
CTTCTACAAG

AAAAACTATC
TTTTTGATAG

CCGGGCTGCC
GGCCCGACGG

CGGATCCGAA
GCCTAGGCTT

GACCGTACAC
CTGGCATGTG

AGGTTCGCAA
TCCAAGCGTT

GAGCATACCT
CTCGTATGGA

GTGCAAGTTG
CACGTTCAAC

GCGATTATCT
CGCTAATAGA

CAGCAACATT
GTCGTTGTAA

ACGACCAAGT
TGCTGGTTCA

AAGAAAACGT
TTCTTTTGCA
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Nhe [ 598
Sac 1656

BamH I 1033

2349-2497
2541-2562
2574-2957
3095-3399
3424-3548
3568-3906
3941-4732
4733-5191
5320-5987



1051

1101

1151

1201

1251

1301

1351

1401

1451

1501

1551

1601

1651

1701

1751

1801

1851

1901

TGATGCCGGT
ACTACGGCCA

TCGACCAGGT
AGCTGGTCCA

CGTAATCTGG
GCATTAGACC

CGAAATTGCC
GCTTTAACGG

GAATGTTAAT
CTTACAATTA

GTAGAGAAGG
CATCTCTTCC

TTCCGTCTCT
AAGGCAGAGA

TCAGAAAAAA
AGTCTTTTTT

CGCGCCCTGG
GCGCGGGACC

TAAGGATGAC
ATTCCTACTG

GTGTCGGAGC
CACAGCCTCG

ATCATGCAAG
TAGTACGTTC

CCGTAACCTG
GGCATTGGAC

GCGATGGTAG
CGCTACCATC

GTGGTGCCCA
CACCACGGGT

CAGCGTGTCC
GTCGCACAGG

TGAAGTTCAT
ACTTCAAGTA

GTGACCACCC
CACTGGTGGG

GAACGTGCAA
CTTGCACGTT

TCGTTCACTC
AGCAAGTGAG

CATTTCTGGG
GTAAAGACCC

AGGATCAGGG
TCCTAGTCCC

CCATATTGGC
GGTATAACCG

CACTTAGCCT
GTGAATCGGA

GGTGTAGCTG
CCACATCGAC

TGGTGTTGCC
ACCACAACGG

AAGGGATTTT
TTCCCTAAAA

TCTGGTCAGA
AGACCAGTCT

CGCGCGAGAT
GCGCGCTCTA

CTGGTGGCTG
GACCACCGAC

GATAGTGAAA
CTATCACTTT

AACAGGCTCT
TTGTCCGAGA

ATGGAAAATA
TACCTTTTAT

GATTGCTTAT
CTAACGAATA

TTAAAGATAT
AATTTCTATA

AGAACGAAAA
TCTTGCTTTT

GGGGGTAACT
CCCCCATTGA

ATGATCCGAA
TACTAGGCTT

GCGCCATCTG
CGCGGTAGAC

TGAAGCAACT
ACTTCGTTGA

GATACCTGGC
CTATGGACCG

ATGGCCCGCG
TACCGGGCGC

GACCAATGTA
CTGGTTACAT

CAGGGGCAAT
GTCCCCGTTA

EGFP

TGGTAGTATG
ACCATCATAC

TCCTGGTCGA
AGGACCAGCT

GGCGAGGGCG
CCGCTCCCGC

CTGCACCACC
GACGTGGTGG

TGACCTACGG
ACTGGATGCC

GTGAGCAAGG
CACTCGTTCC

GCTGGACGGC
CGACCTGCCG

AGGGCGATGC
TCCCGCTACG

GGCAAGCTGC
CCGTTCGACG

CGTGCAGTGC
GCACGTCACG
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AGCGTTCGAA
TCGCAAGCTT

GCGATCGCTG
CGCTAGCGAC

AACACCCTGT
TTGTGGGACA

CTCACGTACT
GAGTGCATGA

CGCTGGTTAG
GCGACCAATC

AAACTGGTCG
TTTGACCAGC

TAACTACCTG
ATTGATGGAC

CCACCAGCCA
GGTGGTCGGT

CATCGATTGA
GTAGCTAACT

CTGGTCTGGA
GACCAGACCT

CTGGAGTTTC
GACCTCAAAG

AATATTGTCA
TTATAACAGT

GGTGCGCCTG
CCACGCGGAC

GCGAGGAGCT
CGCTCCTCGA

GACGTAAACG
CTGCATTTGC

CACCTACGGC
GTGGATGCCG

CCGTGCCCTG
GGCACGGGAC

TTCAGCCGCT
AAGTCGGCGA

CGCACTGATT
GCGTGACTAA

CCAGGATATA
GGTCCTATAT

TACGTATAGC
ATGCATATCG

GACGGTGGGA
CTGCCACCCT

CACCGCAGGT
GTGGCGTCCA

AGCGATGGAT
TCGCTACCTA

TTTTGCCGGG
AAAACGGCCC

GCTATCAACT
CGATAGTTGA

TTTACGGCGC
AAATGCCGCG

CACAGTGCCC
GTGTCACGGG

AATACCGGAG
TTATGGCCTC

TGAACTATAT
ACTTGATATA

CTGGAAGATG
GACCTTCTAC

GTTCACCGGG
CAAGTGGCCC

GCCACAAGTT
CGGTGTTCAA

AAGCTGACCC
TTCGACTGGG

GCCCACCCTC
CGGGTGGGAG

ACCCCGACCA
TGGGGCTGGT
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1951 CATGAAGCAG CACGACTTCT TCAAGTCCGC CATGCCCGAA GGCTACGTCC
GTACTTCGTC GTGCTGAAGA AGTTCAGGCG GTACGGGCTT CCGATGCAGG
2001 AGGAGCGCAC CATCTTCTTC AAGGACGACG GCAACTACAA GACCCGCGCC
TCCTCGCGTG GTAGAAGAAG TTCCTGCTGC CGTTGATGTT CTGGGCGCGG
2051 GAGGTGAAGT TCGAGGGCGA CACCCTGGTG AACCGCATCG AGCTGAAGGG
CTCCACTTCA AGCTCCCGCT GTGGGACCAC TTGGCGTAGC TCGACTTCCC
2101 CATCGACTTC AAGGAGGACG GCAACATCCT GGGGCACAAG CTGGAGTACA
GTAGCTGAAG TTCCTCCTGC CGTTGTAGGA CCCCGTGTTC GACCTCATGT
2151 ACTACAACAG CCACAACGTC TATATCATGG CCGACAAGCA GAAGAACGGC
TGATGTTGTC GGTGTTGCAG ATATAGTACC GGCTGTTCGT CTTCTTGCCG
2201 ATCAAGGTGA ACTTCAAGAT CCGCCACAAC ATCGAGGACG GCAGCGTGCA
TAGTTCCACT TGAAGTTCTA GGCGGTGTTG TAGCTCCTGC CGTCGCACGT
2251 GCTCGCCGAC CACTACCAGC AGAACACCCC CATCGGCGAC GGCCCCGTGC
CGAGCGGCTG GTGATGGTCG TCTTGTGGGG GTAGCCGCTG CCGGGGCACG
2301 TGCTGCCCGA CAACCACTAC CTGAGCACCC AGTCCGCCCT GAGCAAAGAC
ACGACGGGCT GTTGGTGATG GACTCGTGGG TCAGGCGGGA CTCGTTTCTG
2351 CCCAACGAGA AGCGCGATCA CATGGTCCTG CTGGAGTTCG TGACCGCCGC
GGGTTGCTCT TCGCGCTAGT GTACCAGGAC GACCTCAAGC ACTGGCGGCG
HindIll Pstl EcoRl
2401 CGGGATCACT CTCGGCATGG ACGAGCTGTA CAAGTAGAAG CTTCTGCAGG
GCCCTAGTGA GAGCCGTACC TGCTCGACAT GTTCATCTTC GAAGACGTCC
Sall Bglll Xhol Xbal Spel Apal
2451 AATTCGATAT CGTCGACAGA TCTCTCGAGT CTAGAACTAG TGGGCCCGGT

TTAAGCTATA GCAGCTGTCT AGAGAGCTCA GATCTTGATC ACCCGGGCCA
> pCMV-Cre-EGFPH & A MBI (Restriction enzymes that do not cut pPCMV-Cre-EGFP)fiff:

AFIII Ahdl Ascl Bael Bbsl BbvCl Blpl
BmgBI1 BsiWl BspEI BspQl BstElI BstXl Bstz171
Earl EcoNI Fsel Notl PFIMI Pmel PmII
PpuMli PspXI Sacll Sapl Sbfl Scal SgrAl
Smal Srfl Swal TspMI Xcml Xmal

> pCMV-Cre-EGFPH ) #E ] i (Restriction enzymes that cut pCMV-Cre-EGFP) 4%
Accl GT MK, AC 2463 Kasl G~GCGC,C 4068
Acll AACG,TT 1047 Mfel CTAATT,G 2821
Afel AGC|GCT 660 Milul A~CGCG,T 2957
Apal G,GGCC™C 2492  Mscl TGG|CCA 4151
ApaLl G TGCA,C 5673 Narl GG~CG,CC 4069
AsiSl GCG,AT CGC 1133 Ndel CA™TA,TG 240
Aval C YCGR,G 2474  Nhel G~ CTAG,C 597
BamHl1 G GATC,C 1032  Nrul TCG|CGA 891
Bcll T GATC,A 2728  PaeR71 C TCGA,G 2474
Bglll ATGATC,T 2468 PaqCl CACCTGCNNNNT™NNNN, 1286
Bmtl G,CTAG™C 597 PFIFI GACN™N,NGTC 4187
Bsal GGTCTCN™NNN, N 5058 PIuTI G,GCGC™C 4068
BsaXl »NNN™(N)oAC(N)sCTCC(N),,NNN™ 3118  PshAl GACNN|INNGTC 1512
BsmBI CGTCTCN™NNNN, 1360  PspOMI G~GGCC,C 2492
BsoBlI C YCGR,G 2474  Pstl C,TGCA™G 2444
BsrGl T GTAC,A 2427  Sacl G,AGCT"C 651
BssHI 1 G~ CGCG,C 914 Sall G TCGA,C 2462
CspCl NN~ (N) 1;CAA(N)sGTGG(N) 10 ,NN~ 382 Sfil GGCCN,NNN™NGGCC 3841
Dralll CAC,NNN"GTG 3184  Sfol GGC|GCC 4070
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Eagl C~GGCC,G 3975  Spel ACTAG,T 2486

Eco53kl GAG|CTC 653 Stul AGG|CCT 3890
EcoRl1 G~ AATT,C 2450 Tthl1l1ll GACN™N,NGTC 4187
Esp3l1 CGTCTCN™NNNN, 1360 Xbal T CTAG,A 2480
Hindl 11 ATAGCT,T 2438  Xhol C TCGA,G 2474
Hpal GTT]AAC 2834  Xmnl GAANN|NNTTC 885

> WX pCMV-Cre-EGFPUR 118 A\ X Cre-EGFPREATIN I, HREF 68 A A IE AN 5 1 T3 B A 5 I T 789 51N -
T3 primer (620-639): 5' AATTAACCCTCACTAAAGGG 3'
T7 primer (2541-2562): 5' GTAATACGACTCACTATAGGGC 3'

» pCMV-Cre-EGFPH 23S B IESHE R RAIMu_EIZBTRIE .

BERBE
PR S 2L (23
D2608-1ug pCMV-Cre-EGFP lug
D2608-100ug pCMV-Cre-EGFP 100pug
— LRE 11
RESAM
-20°CHR%%,
ERBM

> ABRARGEZRHEFAIAGHATEMEL AR, ARSI T AFELL = SR AL,
> AP URT LA RRIRENH, MR TIRKRIZHEGGT, MIAT 8RS, MIFRTEEEEN.
> NTIERZENERE, EFLRIRFR—RETERE.

fEAWEA :

1. HXRMEHA1ugEERN A R, 15EBDBARBRECRIBATE, TR/ N E, PENAKEMREERTESAR, MEREN
JoR AT DOBIS BT DK TS E, sdE N F i TS,

2. 100ugfIZEMAR= S BURIKE N0, 1ug/ul, F1ml, A AE A TERY)skE 54 4mi,
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