Gene Engineering Division
RIKEN BioResource Center

ﬁ RIKEN DNA BANK

clone name : pCMV-Flag-Teadl

@ Clone ID

® Lot

@® DNA Concentration =

@® Volume
@® Form
@ Host

@ Culture

@ Antibiotics

@ Purification

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well

(kb)
10.0
8.0

4.0
3.0

15
12
1.0

0.1

Erectrophoresis :

RDB _ 12170

12170 _ ASEs

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

(2170

» g
3 5 =
£ 3 &

Restriction enzyme

40

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Expected size of fragment

Sequence name

Sequence — A

Sequence - B

Sequence - C

Sequence — D

Sall 58 kbp
BamHI 5.2, 05 kbp
kbp
kbp
kbp
@ Confirmation of the insertion sequence
Primer name Seqguence name Primer name
CMV-Forward Sequence — E -
pMAMneo—Reverse Sequence — F - .
— Sequence — G - / _\“
- Sequence — H - | bl
APPROVED BY : | ~azhi/

http://dna.brc.riken jp/index.html



Applied

H 12170_12170_ABEs_CMV-Forward_A07_01 Inst Model/Name 3500/3500 Instrument
w_0m<mﬂm3u 12170_12170_A5Es_CMV-Forward Jun 02,2015 02:00PM, JST
S/N G:607 A:469 T:279 C:371 primer name > . CMV-Forward KB_3500_POP7_BDTv3.mob Jun 02,2015 02:26PM, JST
KB.bcp 5-GCACCAAAATCAACGGGACTT-3' Pts 1353 to 13326 Pk1 Loc:1330 Spacing:11.79 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1036 ‘ Plate Name: 20150602_mix
€6 1 C Ti{C G CUCCA'T TG ACGCC TGGGCG GTAG GCGTG TACG GTGGGAGGTCTATATAAGCAGAGCT|CTCTGGCTAACTAGAGAACCCACTGCTTACTGGCTTATC
1 10 19 28 37 46 55 64 82 100
CMV
promoter
éﬁ%r i YA
G TTAATACGACTCAC TATAGG CAGACCCARGL TTCCACCATRGACTACAAG GACGACGATG AL m_mm TCCGAATTCGAGC TCCGTCG ACAAGCTTGCE GCCGCATAG
109 118 127 136 145 154 163 172 181 190 199 — 708 17
1324 Hind I @235 Ewoll oall Hind Not1
o §> A |
G COCAGCAGCT GG AGCGGCACCGAGA GC:CC TECLG " AGGATGAGCGACTCGGCAGAT ARGCCGATTGACAACGACGCG GAGGGCGTCTGGAGTCCT GATATTG 4
rt i
Zg\scrraw&mmm 235 244 253 Nmmmﬁs 271 280 Npmnwo 298 307 316 325 33
1324 ©9%.. - Teadl wmo0U 665890, -
o et T il :::::_ |
o VAUV A A A A A AN AP\ A VAN AP P\ ATV AN TN VAl
GCAGAGTTTCCAGGAGGCCCTGGCTATCTATCCGCCGTGTGGGAGGAG TCATCTTATCAGACG GGC TGTATGGT TTGATAGCCAGAT TE
4 343 352 361 370 379 388 397 406 415 424 433 442
1324
s % et o
: | ) VAV A U Wy gié I
CTCAGGACGGG G C' " GGACC GG ~GC . GGTGTCT GTC C TTC -GGTTCTTGCC G ATE TEGTE ATTTDCATT CCAACE TG TCABACTGEC G
451 460 469 478 487 496 505 514 523 532 541 550 559
1324
662 ?
/ W I Vil Wi u AT
56 ACAA GG COQTGEAGCRCATGE GT GCCATE TEAT CAGC CCAGATEGTECTCEEL TACTGCCATEC AL TGGGGCTGCCTGGGAT TCCAL GCCCCACCTTCCCGG |
568 577 586 595 604 613 622 631 640 649 658 667
1324 st 1

662 | A .
o I\ égéﬁ? AN E%éé/BEP e
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=2 Applied :
> m_0m<mﬁm=._m 12170_12170_A5Es_CMV-Forward_A07_01 Inst Model/Name 3500/3500 Instrument

12170_12170_A5Es_CMV-Forward Jun 02,2015 02:00PM, JST
S/N G:607 A:469 T:279 C:371 KB_3500_POP7_BDTv3.mob Jun 02,2015 02:26PM, JST
KB.bcp Pts 1353 to 13326 Pk1 Loc:1330 Spacing:11.79 Pts/Panel1350
KB 14.1.8 Cap:1 Version 6.0 HiSQV Bases: 1036 Plate Name: 20150602_mix
IGGETCCEE GG TTCT GGCCTEGGATGATACAGACAG GACARC CARGATCCPTCACAAGALG TCAAGCCETTTIGTGCAGCAGCGL C TACCCCATCCAG CEAGCAGTEACABE
676 685 694 703 712 721 730 739 748 757 766 775
1324 @EBiH

. W\ oenea ne A nene ol eienena st e M i omned WM e Aonataaleon

CCCCATTCCAGGGTI TGAGCLC TACGTLEAGCCCCAGCECCCTCAGTTLCTGC CITGE CAGGGECE ATCCATTG GCAC C L GCTTCGCCTGGTGG TTETCGE €1

784 793 802 811 820 829 838 847 856 865 874 883
Tnd L mg RI
1324 Hind
662 ’
R Rl e L T T N e Y s U s Y A e A N e Y YN e e
TTCE EPTREG CAGC &G G EAECE G ST G'TAC [at CAECTET TEE TEE AE TCGEGGGEEATGEE (8 & TTE TT C GTG B TTELETEG e
892 901 910 919 928 937 946 955 964 973 982

GTGGACATTCGE TCAG TATATG c TTT TG G G(TGGC TTG CG EEC TG TTT €6 GCGGGE CgCce TC C G CCC TITC
991 1000 1009 11018 1027 1036 1045 1054 1063 1072

o i A o TG TG TTC TG GG C GEG (c T C TG £C T T €& T CG cC G CGEE €€ GGGG e @ I T E T T GG

1081 1090 1099 1108 VLA 1126 1135 114

1324
662
0 gz

G TG G TGG G €& e TIC C GT

4 1153 1162
1324
062
0 e s =
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= Applied

12170_12170_A5Es_pMAMneo-Reverse_B07_04 Inst Model/Name 3500/3500 Instrument
;ii - = R A
i W_Omw«mam_.:m 12170_12170_A5Es_pMAMneo-Reverse Jun 02,2015 02:00PM, JST
S/N G:1260 A:879 T:894 C:827  primer name B pMAMneo-Reverse KB_3500_POP7_BDTv3.mob Jun 02,2015 02:26PM, JST
KB.bcp 5 ACCTTAGAGCTTTAAATCTCTGTAGG-3' Pts w_mmm to ._wu.‘om Pk1 Loc:1333 Spacing:11.81 _uﬁm:um:m:um.o
KB 1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 1006 Stop Plate Name: 20150602_mix
TIG T "A TG TCiCACCACAG GT!AGGTTCCT TCAC GATCCTCTAGCAT TTAGGTGACAC TATAGAATAGGGCCCTC TAGAICAlGTCCT TCACAAGCCTG TAGAT
1 10 19 28 37 46 55 64 73 X_«.Pﬂ% 82 100 109
Cwmethylated)
1140 ! M, ;rmmm_ 1339).Cc)
v i %;% l
0 X ALY W, o
TGGTEE TG PEOTEE 5 T TICCCTATT Ca AGAST-TC TACACACE CEATE CAGAGCAGAGT TTCT TG TG TATCECTGT I TETTACECAL C TAT & GTGAAGT TTTCE
118 127 136 145 154 163 172 181 190 199 208 217

1140
570

0 :rr;;E:L:r:::.: AATATAVATATATAYA L::»:. AN\ :::LL:—::—:L: AAAAA A ANANN AN A

CACTGTTCATCATATATTTCTCTGGTAGGTGTTTGAGCTTGTGGATG GTTGATCATATATTCACACATTGGC GAGCGGTTTATTCG GTACACG TECGACCATT CTCG

226 235 244 253 262 271 280 289 298 307 316 325 334
1140 ’
570
0 _E;r: MMM .—L::—.:;L.»1»:»»:::» MANAAAAAAAN A WA ANAMAA AN AR AANANANA
CC TEGEATACTE G TETECPTACTTTITT CTACTAC TTEG T TEEEE GGAGCACACTTTGGTG G CAGGT CTEGTCATETTCTCAG CTCTCEATACTGAETGC TCACALCC
343 352 361 370 379 388 397 406 415 424 433 442
1140
) wlln
0 §>>a§2<</25>>>\<§z§>>>2§§/§/>>§ %§§>§§e§§@§z AN
T GGCCCCGGCGTCGTCTTGGATATT GCAGTTT GTCCGC CCAG TTTGACGAGG G GCGCETTTTGAGE GECC T T TCTC CAGCTCCTITING GCCACETTTC
451 460 469 478 487 496 505 514 523 532 541 550 559
1140
570
0 ,>>>>>>>>E<</>ESD%>\<</>5S>?§>>>>9§>>>>>>>ig;.>>>>&§>>>>§>§?§>2<<<i§<<§><a_§\<6\<<§>>e<a<<52<</>>
PMPT T CA GG TTTGTCATATATCTGACG TGTCCLACAGATTCGAGC CGGGTCACTGT G TGGT TGGCATGCCCGATGTGCACG GAGGTGTTTGTTGTACGAG1T
568 577 586 595 604 613 622 631 640 649 658 667
1140 mms\r
570

0 MW NN WA e A A aannnatent i LS N A AN WA A A AN A
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N Applied

Biosystems 12170_12170_A5Es_pMAMneo-Reverse_B07_04 Inst Model/Name 3500/3500 Instrument
12170_12170_A5Es_pMAMneo-Reverse Jun 02,2015 02:00PM, JST
S/N G:1260 A:879 T:894 C:827 KB_3500_POP7_BDTv3.mob Jun 02,2015 02:26PM, JST
KB.bcp Pts 1356 to 13402 Pk1 Loc:1333 Spacing:11.81 Pts/Panel1350
KB14.1.8 Cap4 Version 6.0 HiSQV Bases: 1006 Plate Name: 20150602_mix
CTGEETETETCTGET GT TCAAG G GCGGAGAATTCCAC CAGGCGAAGCT TGGT TGTGC CAATGGATCGGCOCCTGCCAGGCAGGAACTG AGGEGE GCTGGGGC TGACGT
676 685 694 703 T2 721 730 739 748 757 766 775
1140 Eeoll Hied T
570
0 %%é‘éxég\z)égégg PN AN AN e
EiE TG CCCTG GAATG CGGGCTGTGAC TGCTEGCTE CATGGE GTAGGCC TGCTGCAC §GECTTGACCTCT TGT GAGEATCC TGG O TG TCC TG TC TGTATCAT
784 793 802 811 820 829 838 847 856 865 874 883
1140 BamHl
570
0 A0 OO0 ‘
CCCAGGCCAGAACCCCGGACCCCCCGGEE AAG GTGGEGECETGGAATCCCAGECAGCCCCAGC TTGTTI GTGG ATGGCAGTAGCCGAGACGATCTGEGCTGATG
892 901 910 919 928 937 946 955 964 973 982 9
1140
570
0 e e e e i < oo
CATGE CAGCCCATGETGEOT BICA G6E CC TTS TCQC TTEE CASTETGATCE TT & AGC TTGE T & ATCAGGAGATT £ TTCT & C G T (
91 1000 1009 1018 1027 1036 1045 | 1054 1063 1072
H l
40 ot _
il ] M. oo:mrmm..?f
570
0 e e TR -
Jiitle] TE e ALl TaG AT ¢ TIGEE T €¢ TEE TEC TG TE GT GEE G T LC TS G T GG TG T TE TEE B T
1081 1090 1099 1108 1317 1126 1135

1140
50

0
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