Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK clone name : pFFH1-ccdB2

@ Clone ID : RDB _ 06506

@® Lot g 12291 _ A3Jm

@® DNA Concentration 2 25 nanogram/microliter

@® Volume 2 40 microliter

@® Form 2 DNA solution in TE buffer

@ Host 2 Survival2

@® Culture " LB medium

@ Antibiotics . 100 microgram/ml Amp; 33 microgram/ml Cm
@ Purification . QIAGEN QIlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
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Erectrophoresis : 50 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Sacl : 10.6 kbp
Sall ] 90,16 kbp
EcoRV H 89, 1.7 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name
Sequence — A nmt1Fw
Sequence — B nmt1Rv

Sequence — C g

Sequence - D =

APPROVED BY :

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



Applied

06506_12291_A3Jm_nmt1Fw_E01_13 Inst Model/Name 3500/3500 Instrument
Brosystems 06506_12291_A3Jm_nmt1Fw Nov 21,2013 02:10PM, JST
SIN G:20 A:18 T:16 C:11 primer name A @ nmt1Fw KB_3500_POP7_BDTv3.mob Nov 21,2013 02:40PM, JST
KB.bcp 5. GCTGTAAAACACCACGAGAC-3'  Pts 131310 13249 Pk1 Loc:1290 Spacing:11.73 Pts/Panel1350
KB14.18 Cap:13 Version 6.0 HiSQV Bases: 1030 Plate Name: 20131121_mix
" 1CG TE AT TCERG G GG-T CTCTCGGCIACTG G ATGGT TCAGTCACCC CGATTACTG GG G »G AG C~GGG C GC GE T.T GG TCCG
1 11 21 31 41 51 61 71 81 21 101 111
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sTTG Ll TTATITE TETOATTCT GAST I'T T GALD T'TATAGITC 6E T TGETT GCTAGCGTCG ACAGGCC TGG ATCCG GATATC C mqﬂq_mﬂ € .— mﬁe
1 241 251 261 271 281 291 301 3T 337 w..:\
(L Eco 2V’ getBl Gatewn
L orowmoler *
1168 nmt L o Recombl
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‘ CGAG CET TGATAT TATC ﬂ. TATT TTAGATTTTGCAT CAGACTACAT TACTGT CAC CATATCCAGTCACTATGGCGGEGCCG CATT
351 361 371 381 391 401 411 421 431 441 451
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GHEACCECAS GETTT2ARACT T'TAT GO T TIECGEGET €GTAT TG TEGT CGGRGATTTT GAGTTAGSRAT CCGTCCGAGATITTEAGGAGCET GG GCT
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PG GATATACCACCGTTGATATATCCC TGGCATCGT EETTT TEAGGEATTT EAGTEAGT TGETC TG TACCT AT CEAGACEGT TCAGE TGGATATTAC G&H
2 581 591 601 611 621 631 041 651 661 671 68
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Applied

W.Om<m.—..mam 06506_12291_A3Jm_nmt1Fw_E01_13 Inst Model/Name 3500/3500 Instrument
06506_12291_A3Jm_nmt1Fw Nov 21,2013 02:10PM, JST

S/IN G:20 A:18 T:16 C: 11 KB_3500_POP7_BDTv3.mob Nov 21,2013 02:40PM, JST

KB.bcp Pts 1313 to 13249 Pk1 Loc:1290 Spacing:11.73 Pts/Panel1350

KB 1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 1030 Plate Name: 20131121_mix
¢ ETTTT G ACT GTAARRG TAAGCACA RGT TTTAT CC GGCCTTTATTCACATTCT TGCCCGCCTGATGAATGCTCATCCG GAATICCCGT AT GGCARATG & ACd
1 691 b_:ﬁ i 731 731 741 751 761 hst 781 791
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GTGAGCTGGT GATAT GGG ATAGTGTTC ACCCCTTGTTACACCGEGT TTIC CATGAG TG CGTTTTCATCGCTCTGE A(TTGRATIC CACG ACGATTT CCCG GCAG

801 811 821 831 841 851 861 871 881 891 901
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TTTC TACACATAATA T TCG CARAG ATCGTEG CGT G ITACG G TC CECTEECHCITART TTOtE 1 CEGCT TIAFITTGAG AATAT 6 TTTTTTCEGT CTCAGCC TC CE:C
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1GGGEGE TG AG TTT CACCCAGT TTTTGATTT ¢ GTeGClC TA ITGGGAAL T TTIC TICCECCCECGE TTTTC ACCA TGGGEEEC TAAFT T ATIAAG GC |

1031 1041 1051 1061 1071 1081 1091 1101 1111 1121 1131
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6 TeB AAE GGG 166 © TEEAA TEECCECHE € /TG IGEB ¢ i« T CCAGG T WBAITC ATCEE CCGE T ICTT GTGAATESE G © T '€ Ct ‘TG T TCGG
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Applied

I/Name 3500/3500 Instrument
Biosvstems 06506_12291_A3Jm_nmt1Rv_FO01_16 Inst Mode
y 06506_12291_A3Jm_nmt1Rv Nov 21,2013 02:10PM, JST
S/IN G:88 A:74 T:60 C:47 primer name W - nmtiRv KB_3500_POP7_BDTv3.mob Nov 21,2013 02:40PM, JST
KB.bcp ' Pts 1327 to 13211 Pk1 Loc:1304 Spacing:11.73 Pts/Panel1350
w ACCCTTA-3
KB1.4.18 Cap:16 5-AGACATTCCTTTT. Version 6.0 HiSQV Bases: 1045 Plate Name: 20131121_mix
_ G CLCCICGGET C T GAG FICITCAlG TG GTE /TG GTGGTGATGITTIGTCATCG TCGTCCTTGT malﬁ Hmmmhaz TCGTCAT CATCCT TATAATCCATGATATCAACCAC T
| 1 10 19 TN 28 37 . 46 55 91 100
% Step - \
g\ L bx HTs LA Eco® tB2
1 %8 FLAG Fra Q. atth
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T Mg TAC ooam CGAB CGT TGATAT TATCAATATATT TT TTTTGCAT CAGACTACATAATACTGT & TATCCAGTCI
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CTATGGTCGACCTGCAGACTGGC TGTGTATAAGGGAGEC TGACATITAFATTCCCCAGAACATCAGE TTAATGGCGTTTTTGATGTCATTTTCGCGGTG GCTGAGATCAGCC
226 235 244 253 262 2¥1 stop 280 289 298 307 316 325 334
Call
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g TTReTTCese AT CGEAGACCEGECACA LT GO DEATATE GGT GG TCATCATGE GCEAGE T"T TC T CEGATATEGCACGCA CBEEGT GTTCACGGG AGACTT TE
343 352 361 370 379 388 397 406 415 424 433 442 45
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ZAGC GACGTGCACTGGCCAGGGG GATC CGTCGCCCGGGCGTGTC i TATCACTETE TRC q_nn C CAGACGAT CEEETET T T AT GGTGT
1 460 469 478 487 496 505 514 523 532 541 550 559
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CET T CTGEGCATTT CEAGE CCETET TETE GTE GC GAGEECEGTTEAT TT GG e R ETCASCCATECEETTCE TG TN Te CSC T TECAG CGERT GG
568 577 586 595 604 613 622 631 640 649 658 667
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Applied

Inst Model/Name 3500/3500 Instrument
Biosvstems 06506_12291_A3Jm_nmt1Rv_FO01_16
y 06506_12291_A3Jm_nmt1Rv Nov 21,2013 02:10PM, JST
S/N G:88 A:74 T:60 C:47 KB_3500_POP7_BDTv3.mob Nov 21,2013 02:40PM, JST
KB.bcp Pts 1327 to 13211 Pk1 Loc:1304 Spacing:11.73 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 1045 Plate Name: 20131121_mix
GCLC GCAGAC GACGGGCTTCATTCTGCATG GTTGTGCTTACCAGACCGG AGATAT TGACATCATATATGCCTTGAGCAACTGATAGCTGTCGCTGTCAACTGTCACTGT
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1170
. Mo i :
_ P My Y P N N T
0 AW A N A N N e
[ TACGOTGC TTEATAGCATACCT CTTTT TGACATACT TEG GG TATACATATCAGT ATAT AT TCT TATACCGE el Welolctioleils "a £ GEATACT ETITAT E T
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3EETTPTAGTAAGECE GGATCCE AGATC TTTACEEC CCECECTCCCAC TEATCGCAGTACTG T TG T it et W G EGAT TCT GCCGCALATGE G CERTCA L
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