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» pCMV-Cre-mCherry JFURz ] 22 B5 B0 F -

Feature Nucleotide Position
CMYV promoter 1-602

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

mCherry 1718-2428



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-mCherry/5i ¥i(6030bp) 1 3 41 1 -

» pCMV-Cre-mCherry [ 40 S0 T :
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GAGCTCTAGC
CTCGAGATCG

CAAAATTTGC
GTTTTAAACG

GAACCTGATG
CTTGGACTAC

GGAAAATGCT
CCTTTTACGA

AATAACCGGA
TTATTGGCCT

TCTATATCTT
AGATATAGAA

TGGGCCAGCT
ACCCGGTCGA

GACAGCAATG
CTGTCGTTAC

TGATGCCGGT
ACTACGGCCA

GCTACCGGTC
CGATGGCCAG

CTGCATTACC
GACGTAATGG

GACATGTTCA
CTGTACAAGT

TCTGTCCGTT
AGACAGGCAA

AATGGTTTCC
TTACCAAAGG

CAGGCGCGCG
GTCCGCGCGC

AAACATGCTT
TTTGTACGAA

CTGTTTCACT
GACAAAGTGA

GAACGTGCAA
CTTGCACGTT

D2607 pCMV-Cre-mCherry

Neor/Kanr

SV40 promoter
bla promoter

CMV promoter

fiori

pCMV-Cre-mCherry
6030 bp

SV40 polyA

Mlu 12949

Cre recombinase

GCCACCATGT
CGGTGGTACA

GGTCGATGCA
CCAGCTACGT

GGGATCGCCA
CCCTAGCGGT

TGCCGGTCGT
ACGGCCAGCA

CGCAGAACCT
GCGTCTTGGA

GTCTGGCAGT
CAGACCGTCA

CATCGTCGGT
GTAGCAGCCA

GGTTATGCGG
CCAATACGCC

AACAGGCTCT
TTGTCCGAGA

CCAATTTACT
GGTTAAATGA

ACGAGTGATG
TGCTCACTAC

GGCGTTTTCT
CCGCAAAAGA

GGGCGGCATG
CCCGCCGTAC

GAAGATGTTC
CTTCTACAAG

AAAAACTATC
TTTTTGATAG

CCGGGCTGCC
GGCCCGACGG

CGGATCCGAA
GCCTAGGCTT

AGCGTTCGAA
TCGCAAGCTT

Nhe I 598

Sac 1656

BamH 1 1033

GACCGTACAC
CTGGCATGTG

AGGTTCGCAA
TCCAAGCGTT

GAGCATACCT
CTCGTATGGA

GTGCAAGTTG
CACGTTCAAC

GCGATTATCT
CGCTAATAGA

CAGCAACATT
GTCGTTGTAA

ACGACCAAGT
TGCTGGTTCA

AAGAAAACGT
TTCTTTTGCA

CGCACTGATT
GCGTGACTAA
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1201

1251

1301

1351

1401

1451

1501

1551

1601

1651

1701

1751

1801

1851

1901

1951
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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

ATCATCAAGG
TAGTAGTTCC

CGGCCACGAG
GCCGGTGCTC

GCACCCAGAC
CGTGGGTCTG

GCCTGGGACA
CGGACCCTGT

GAAGCACCCC
CTTCGTGGGG

TCGTTCACTC
AGCAAGTGAG

CATTTCTGGG
GTAAAGACCC

AGGATCAGGG
TCCTAGTCCC

CCATATTGGC
GGTATAACCG

CACTTAGCCT
GTGAATCGGA

GGTGTAGCTG
CCACATCGAC

TGGTGTTGCC
ACCACAACGG

AAGGGATTTT
TTCCCTAAAA

TCTGGTCAGA
AGACCAGTCT

CGCGCGAGAT
GCGCGCTCTA

CTGGTGGCTG
GACCACCGAC

GATAGTGAAA
CTATCACTTT

ATGGAAAATA
TACCTTTTAT

GATTGCTTAT
CTAACGAATA

TTAAAGATAT
AATTTCTATA

AGAACGAAAA
TCTTGCTTTT

GGGGGTAACT
CCCCCATTGA

ATGATCCGAA
TACTAGGCTT

GCGCCATCTG
CGCGGTAGAC

TGAAGCAACT
ACTTCGTTGA

GATACCTGGC
CTATGGACCG

ATGGCCCGCG
TACCGGGCGC

GACCAATGTA
CTGGTTACAT

CAGGGGCAAT
GTCCCCGTTA

mCherry

TGGTAGTATG
ACCATCATAC

AGTTCATGCG
TCAAGTACGC

TTCGAGATCG
AAGCTCTAGC

CGCCAAGCTG
GCGGTTCGAC

TCCTGTCCCC
AGGACAGGGG

GCCGACATCC
CGGCTGTAGG

400-1683301/800-8283301

GTGAGCAAGG
CACTCGTTCC

CTTCAAGGTG
GAAGTTCCAC

AGGGCGAGGG
TCCCGCTCCC

AAGGTGACCA
TTCCACTGGT

TCAGTTCATG
AGTCAAGTAC

CCGACTACTT
GGCTGATGAA

GCGATCGCTG
CGCTAGCGAC

AACACCCTGT
TTGTGGGACA

CTCACGTACT
GAGTGCATGA

CGCTGGTTAG
GCGACCAATC

AAACTGGTCG
TTTGACCAGC

TAACTACCTG
ATTGATGGAC

CCACCAGCCA
GGTGGTCGGT

CATCGATTGA
GTAGCTAACT

CTGGTCTGGA
GACCAGACCT

CTGGAGTTTC
GACCTCAAAG

AATATTGTCA
TTATAACAGT

GGTGCGCCTG
CCACGCGGAC

GCGAGGAGGA
CGCTCCTCCT

CACATGGAGG
GTGTACCTCC

CGAGGGCCGC
GCTCCCGGCG

AGGGTGGCCC
TCCCACCGGG

TACGGCTCCA
ATGCCGAGGT

GAAGCTGTCC
CTTCGACAGG

CCAGGATATA
GGTCCTATAT

TACGTATAGC
ATGCATATCG

GACGGTGGGA
CTGCCACCCT

CACCGCAGGT
GTGGCGTCCA

AGCGATGGAT
TCGCTACCTA

TTTTGCCGGG
AAAACGGCCC

GCTATCAACT
CGATAGTTGA

TTTACGGCGC
AAATGCCGCG

CACAGTGCCC
GTGTCACGGG

AATACCGGAG
TTATGGCCTC

TGAACTATAT
ACTTGATATA

CTGGAAGATG
GACCTTCTAC

TAACATGGCC
ATTGTACCGG

GCTCCGTGAA
CGAGGCACTT

CCCTACGAGG
GGGATGCTCC

CCTGCCCTTC
GGACGGGAAG

AGGCCTACGT
TCCGGATGCA

TTCCCCGAGG
AAGGGGCTCC
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2001

2051

2101

2151

2201

2251

2301

2351

2401

2451

GCTTCAAGTG
CGAAGTTCAC

GTGACCCAGG
CACTGGGTCC

GCTGCGCGGC
CGACGCGCCG

CCATGGGCTG
GGTACCCGAC

CTGAAGGGCG
GACTTCCCGC

CGACGCTGAG
GCTGCGACTC

CCGGCGCCTA
GGCCGCGGAT

GACTACACCA
CTGATGTGGT

CGGCGGCATG
GCCGCCGTAC

GGAGCGCGTG
CCTCGCGCAC

ACTCCTCCCT
TGAGGAGGGA

ACCAACTTCC
TGGTTGAAGG

GGAGGCCTCC
CCTCCGGAGG

AGATCAAGCA
TCTAGTTCGT

GTCAAGACCA
CAGTTCTGGT

CAACGTCAAC
GTTGCAGTTG

TCGTGGAACA
AGCACCTTGT

GACGAGCTGT
CTGCTCGACA

ATGAACTTCG
TACTTGAAGC

GCAGGACGGC
CGTCCTGCCG

CCTCCGACGG
GGAGGCTGCC

TCCGAGCGGA
AGGCTCGCCT

GAGGCTGAAG
CTCCGACTTC

CCTACAAGGC
GGATGTTCCG

ATCAAGTTGG
TAGTTCAACC

GTACGAACGC
CATGCTTGCG

AGGACGGCGG
TCCTGCCGCC

GAGTTCATCT
CTCAAGTAGA

CCCCGTAATG
GGGGCATTAC

TGTACCCCGA
ACATGGGGCT

CTGAAGGACG
GACTTCCTGC

CAAGAAGCCC
GTTCTTCGGG

ACATCACCTC
TGTAGTGGAG

GCCGAGGGCC
CGGCTCCCGG

HindIII
ACAAGTAGAA GCTTCTGCAG
TGTTCATCTT CGAAGACGTC

CGTGGTGACC
GCACCACTGG

ACAAGGTGAA
TGTTCCACTT

CAGAAGAAG
GTCTTCTTCT

GGACGGCGCC
CCTGCCGCGG

GCGGCCACTA
CGCCGGTGAT

GTGCAGCTGC
CACGTCGACG

CCACAACGAG
GGTGTTGCTC

GCCACTCCAC
CGGTGAGGTG
EcoRI
GAATTCGATA
CTTAAGCTAT

Sall BglII Xhol
TCGTCGACAG ATCTCTCGAG
AGCAGCTGTC TAGAGAGCTC

Xbal

Spel

Apal
TCTAGAACTA GTGGGCCCGG TACCTTAATT
AGATCTTGAT CACCCGGGCC ATGGAATTAA

» pCMV-Cre-mCherry " A BT 37 15 (Restriction enzymes that do not cut pCMV-Cre-mCherry) 45

Af1II AscI Bael BlpI BmgBI BsiWI
BspQI BstXI Bstz1l71I EarI EcoNI Fsel
PmeI PmlT PpuMI PspXI SaclT SapI
Smal Srfl Swal TspMI Xmal

» pCMV-Cre-mCherry H ) 5L 1) 37 55 (Restriction enzymes that cut pCMV-Cre-mCherry) 35 :
AcclI GT "MK, AC 2454 Esp31 CGTCTCN " NNNN,
AclI AACG,TT 1047 HindIII A AGCT,T
Afel AGC|GCT 660 Hpal GTT |AAC
AhdI GACNN, N NNGTC 1911 Mfel C AATT, G
AleI CACNN | NNGTG 2360 Mlul A CGCG, T
Apal G,GGCC"C 2488 NdeI CA TA, TG
AsiSI GCG, AT "CGC 1133 Nhel G CTAG,C
BamHI G GATC,C 1032 Nrul TCG|CGA
BbsI GAAGACNN " NNNN, 2153 PaeR7I C TCGA, G
BbvCI CC TCA,GC 2256 PaqgCI CACCTGCNNNN " NNNN,
Bcgl , NN (N) 1,CGA (N) (TGC (N) 14, NN" 1079  Pf1FI GACN'N, NGTC
BclI T GATC,A 2719 PfIMIT CCAN, NNN "NTGG
BglII A" GATC,T 2460 PshAT GACNN | NNGTC
BmtI G,CTAG C 597 PspOMI G GGCC, C
Bsal GGTCTCN " NNNN, 5049 SacI G,AGCT"C
BsgI GTGCAG (N) 14, NN 2310 Salrl G TCGA,C
BsmBI CGTCTCN "NNNN, 1360 SbfI CC, TGCA GG
BsrGI T GTAC,A 2418 SfirT GGCCN, NNN "NGGCC
BssHII G CGCG, C 918 SgrAl CR™CCGG, YG
BtsI GCAGTG,NN" 2899 Spel A CTAG, T
CspCI , NN (N) ;;CAA (N) sGTGG (N) 14, NN " 380 Tthl11l1lI GACN'N,NGTC
DraIIl CAC,NNN " GTG 3175 Xbal T CTAG,A
Eagl C GGCC, G 3966 XcmI CCANNNN, N "NNNNTGG
Eco53I GAG|CTC 653 XhoI C TCGA, G
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BspEI
NotI
Scal

1360
2430
2825
2812
2948

240

597

891
2465
1286
4178
2154
1512
2483

651
2454
2069
3832
2399
2478
4178
2472
2403
2466
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EcoRI G AATT, C

2442 XmnI

GAANN |NNTTC

885

>IN XpCMV-Cre-mCherry U8 H1 48 N F B Cre-mCherry#E47 0 7 B, HEF7 48 FH 10 1E 10 5140 T3 A0 =) 2 51 0 T7 89 7 F1an

T

T3 primer (620-639): 5' AATTAACCCTCACTAAAGGG 3'
T7 primer (2532-2553): 5' GTAATACGACTCACTATAGGGC 3'

» pCMV-Cre-mCherry )42 FF 51{5 S 1 275 25 2 R K il L2 PR A5 )&

GRS LY

7 77 i AR (25
D2607-1pg pCMV-Cre-mCherry lpg
D2607-100pg pCMV-Cre-mCherry 100ug
— LR 11
REFFM:
-20°CHRAF-
AERE:

> ARFRARL I & R AW AT A TARFT R L G, AR A1 B PITE 208 % A AT N B s
> KPR TSR SO, AR TR Weiayy, ST RS, AR TN .
> NT IR RENMERE, 5 LR T R

e ER :

L H R g R M A i, 55 BUb EAR BRI ALK IAT B, 2T RN PR EOCE IR HH T REAE. ik

ARAS I FORE AT LI B D) R AT 26

BRI HEAT %5 -

2. 100pgf2E A AP S BRI FE N0 1ng/ul, F51mle AT DL R $E A T g 1) Bl s e 4 i
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