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» pCMV-Cre-mCherry@¥ = X HITH AN SHECMVESIFI A TEMAS A REFHEmCherry (DsRed5828 (&, —Fh
JEH AL R H) AR Cre Recombinase (CreZEZHMg)IIFRIRFR, K B A MERFRER (conditional knockout) /)y
RES B WA loxph s AE R AR TR G, ABTR RIEN Cre Recombinasen] LS loxphl s RIS RIMER, Mifi
SEER S PEEL R BR (conditional gene knockout),

> CreE AN RKIRET KA RS E R PR — MR B IR AL =488 (Type 1 topoisomerase), 2 —Flk & MR E M (tyrosine
recombinase), ‘ER[IRFI34bpi loxPhi = (P AP 13bp IR MIEE 741 (inverted repeats), H[EZ8bpfYHIFEX (1)
ft.loxPhr 55,2 [RIFIDNAKR A E 21 ; SR F=PIARYE lox PIL i BT BRIAERS 75 AR RIS [H, AN & B Jox PRL s I DNAYE & A i
PN IE 1A 88 2 1 Jox PA7 R [T DN AKE RERIKTE S U, i &7l lox PR7 s [l DNA 75 330 % (12),

loxP

5-ataacttcgtataATGTATGCtatacgaagttat-3'
3'-tattgaagcatatTACATACGatatgcttcaata-5'
K1 loxPRLsFAIIE, CreE4HMS Mil3bpRIAEZ FHI (NG FEHEZES, HIEZESbp ANFRHULRIREX CREFEE), #ikAiR
N CreEHMBRIBBYIALA

loxP foxP  loxP loxP
— - — —
Ilnvert IExcise/Integrate
loxP loxP
— —
[ @=

loxP
—
2. Cre-loxPf i M EHEAREEL
> pCMV-Cre-mCherryiiki# 4iHeLaiffl [ IZOERIXFER, 7T AR BImCherrybr% i Cre SN T 20 M AR AU (K13),
Brightfield Cre-mCherry Merge

[&13. pCMV-Cre-mCherry ik 4 HeLadlifil /5 IRIARCR El, ZEECIIZIR T, FEDVIOLR A, GEOVEME R,

> ARFRONFIRERGUE, HRANE, AT6EH G418 R E RIXH & H ek,
> pCMV-Cre-mCherryFihii £ 245 BT :

Feature Nucleotide Position
CMV 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/Fifi(6030bp) 1 EHE40

» pCMV-Cre-mCherry{IE4IEIREN T :

651

701

751

801

851

901

951

1001

1051

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
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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

mCherry

Nhe I 598
Sac 1656

GACCGTACAC
CTGGCATGTG

AGGTTCGCAA
TCCAAGCGTT

GAGCATACCT
CTCGTATGGA

GTGCAAGTTG
CACGTTCAAC

GCGATTATCT
CGCTAATAGA

CAGCAACATT
GTCGTTGTAA

ACGACCAAGT
TGCTGGTTCA

AAGAAAACGT
TTCTTTTGCA

CGCACTGATT
GCGTGACTAA
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2340-2488
2532-2553
2565-2948
3086-3390
3415-3539
3559-3897
3932-4723
4724-5182
5311-5978



1101

1151

1201

1251

1301

1351

1401

1451

1501

1551

1601

1651

1701

1751

1801

1851

1901

1951

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

GTGAGCAAGG
CACTCGTTCC

CTTCAAGGTG
GAAGTTCCAC

AGGGCGAGGG
TCCCGCTCCC

AAGGTGACCA
TTCCACTGGT

TCAGTTCATG
AGTCAAGTAC

CCGACTACTT
GGCTGATGAA
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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

D2607 pCMV-Cre-mCherry

3/5



2001 GCTTCAAGTG GGAGCGCGTG ATGAACTTCG AGGACGGCGG CGTGGTGACC
CGAAGTTCAC CCTCGCGCAC TACTTGAAGC TCCTGCCGCC GCACCACTGG
2051 GTGACCCAGG ACTCCTCCCT GCAGGACGGC GAGTTCATCT ACAAGGTGAA
CACTGGGTCC TGAGGAGGGA CGTCCTGCCG CTCAAGTAGA TGTTCCACTT
2101 GCTGCGCGGC ACCAACTTCC CCTCCGACGG CCCCGTAATG CAGAAGAAG
CGACGCGCCG TGGTTGAAGG GGAGGCTGCC GGGGCATTAC GTCTTCTTCT
2151 CCATGGGCTG GGAGGCCTCC TCCGAGCGGA TGTACCCCGA GGACGGCGCC
GGTACCCGAC CCTCCGGAGG AGGCTCGCCT ACATGGGGCT CCTGCCGCGG
2201 CTGAAGGGCG AGATCAAGCA GAGGCTGAAG CTGAAGGACG GCGGCCACTA
GACTTCCCGC TCTAGTTCGT CTCCGACTTC GACTTCCTGC CGCCGGTGAT
2251 CGACGCTGAG GTCAAGACCA CCTACAAGGC CAAGAAGCCC GTGCAGCTGC
GCTGCGACTC CAGTTCTGGT GGATGTTCCG GTTCTTCGGG CACGTCGACG
2301 CCGGCGCCTA CAACGTCAAC ATCAAGTTGG ACATCACCTC CCACAACGAG
GGCCGCGGAT GTTGCAGTTG TAGTTCAACC TGTAGTGGAG GGTGTTGCTC
2351 GACTACACCA TCGTGGAACA GTACGAACGC GCCGAGGGCC GCCACTCCAC
CTGATGTGGT AGCACCTTGT CATGCTTGCG CGGCTCCCGG CGGTGAGGTG
Hindl11 EcoRl1
2401 CGGCGGCATG GACGAGCTGT ACAAGTAGAA GCTTCTGCAG GAATTCGATA
GCCGCCGTAC CTGCTCGACA TGTTCATCTT CGAAGACGTC CTTAAGCTAT
Sall Bglll Xhol Xbal Spel Apal
2451 TCGTCGACAG ATCTCTCGAG TCTAGAACTA GTGGGCCCGG TACCTTAATT

AGCAGCTGTC TAGAGAGCTC AGATCTTGAT CACCCGGGCC ATGGAATTAA
» pCMV-Cre-mCherryH A HEEYIA7 55 (Restriction enzymes that do not cut pPCMV-Cre-mCherry)fifE:

Afl11 Ascl Bael Blpl BmgBI BsiWl BspEI
BspQl BstXl Bstz171 Earl EcoNlI Fsel Notl
Pmel PmlI PpuMl PspXl Sacll Sapl Scal
Smal Srfl Swal TspMI Xmal
» pCMV-Cre-mCherryH (1 #EE I 5 (Restriction enzymes that cut pPCMV-Cre-mCherry)fifE:

Accl GT MK,AC 2454  Esp3l CGTCTCN™NNNN, 1360
Acll AATCG,TT 1047 Hindl 1l A AGCT,T 2430
Afel AGC|GCT 660 Hpal GTT|AAC 2825
Ahdl GACNN,N NNGTC 1911 Mfel C AATT,G 2812
Alel CACNNNNGTG 2360 Mlul A~CGCG,T 2948
Apal G,GGCC™C 2488 Ndel CA™TA,TG 240
AsiSl GCG,AT CGC 1133 Nhel G CTAG,C 597
BamH1 G~ GATC,C 1032 Nrul TCG|CGA 891
Bbsl GAAGACNNTNNNN, 2153 PaeR71 C TCGA,G 2465
BbvCl CC™TCA,GC 2256 PaqCl CACCTGCNNNNTNNNN, 1286
Bcgl SNNT(N) 10CGA(N) ¢ TGC(N) 19 ,NN~ 1079 PFIFI GACN™N,NGTC 4178
Bcll T GATC,A 2719 PFIMI CCAN,NNNTNTGG 2154
Bglll A~GATC,T 2460 PshAl GACNN|NNGTC 1512
Bmtl G,CTAG™C 597 PspOMI G GGCC,C 2483
Bsal GGTCTCN™NNNN, 5049 Sacl G,AGCT"C 651
Bsgl GTGCAG(N) 14,NN~ 2310 sall G TCGA,C 2454
BsmBI CGTCTCN™NNNN, 1360 Sbfl CC,TGCA™GG 2069
BsrGl T GTAC,A 2418  Sfil GGCCN,NNN"NGGCC 3832
BssHI I G~ CGCG,C 918  SgrAl CR™CCGG, YG 2399
Btsl GCAGTG,NN™ 2899  Spel ATCTAG,T 2478
CspCl NNT(N) 1, CAA(N) sGTGG(N) 10 ,NN™ 380 Tth11ll GACN™N,NGTC 4178
Dralll CAC,NNN"GTG 3175 Xbal T CTAG,A 2472
Eagl C GGCC,G 3966  Xcml CCANNNN,N~NNNNTGG 2403
Eco531 GAG|CTC 653  Xhol C™TCGA,G 2466
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EcoRl G AATT,C 2442 Xmnl GAANN|NNTTC 885
T pCMV-Cre-mCherry B HHHA B Cre-mCherry A TP IN, - HEFE A A E 17 5 1T 3F0 S Al s 5 1T 7 69751140
T

T3 primer (620-639): 5' AATTAACCCTCACTAAAGGG 3'

T7 primer (2532-2553): 5' GTAATACGACTCACTATAGGGC 3'

pCMV-Cre-mCherryfJ 2755 RIESHE EH = RIIMEE EIZBURAIE R,

aEFE

7 g S iRt (2E
D2607-1pg pCMV-Cre-mCherry lug
D2607-100pg pCMV-Cre-mCherry 100pg

— TiHAH 1t

RESAM

-20°CHR1%,

AEEED

>
>
>

APRARGE ZRBE A TR, WASEREATT B E SR B INIEM D AL,
A AR T LN BHIREDI A, MR TIRKISHEIRTY, MR T R, MEFERTEEEEN.
NTIERZ R, 6L — R T B,

fEAWEA :

1.

2.

B IRER g ARAIAT S, 18U BAR TR E RIpAT B, BATIORNE, PR ECKREMIR R TR AR, MiRREN
JrekLA] DOBS B VTR TEEE, BB P T 50,
100pug CLEER A S BTRIKR 0. 1ug/ul, F£1ml, ATDAEHEEF TRETIEE A,
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