] Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK clone name : pREP1-ccdB2

@ Clone ID
@® Lot

@ DNA Concentration

RDB _ 06519

12283 _ A3Jm

25 nanogram/microliter

@ Volume 40 microliter

@ Form DNA solution in TE buffer

@ Host Survival2

@ Culture LB medium

@ Antibiotics = 100 microgram/ml Amp; 33 microgram/ml Cm

@ Purification

@ Digestion by restriction enzyme

QIAGEN QIlAprep Spin Miniprep kit

2-Log DNA Ladder 06519
(NEB#N3200L),

125 ng/well
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Erectrophoresis :

Restriction enzyme

100

Expected size of fragment

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

Bglll 105 kbp
Sall 89,16 kbp

EcoRI 41,30, 23, 1.2 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A nmt1Fw Sequence — E -
Sequence — B nmt1Rv Sequence - F -
Sequence — C LEUZ2pro_F Sequence - G -
Sequence — D flori_R3 Sequence — H -

APPROVED BY :

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




Applied

06519_12283_A3Jm_nmt1Fw_E04_13 Inst Model/Name 3500/3500 Instrument

W_Om<m.nm3w . 06519_12283_A3Jm_nmt1Fw Nov 12,2013 05:07PM, JST

S/N G:210 A:234 T:198 C:120 primer name }  nmt1Fw KB_3500_POP7_BDTv3.mob Nov 12,2013 05:34PM, JST
KB.bcp 5-GCTGTAAAAC _ Pts 1340 to 13027 Pk1 Loc:1317 Spacing:11.51 Pts/Panel1350
KB1418 Cap13 ACCACGAGAC-3'  y/ersion6.0 HISQV Bases: 1020 Plate Name: 20131112_mix
R JATTTRTT TAR TEA ABEGTAAETE TCEE GETACTG G ATEG TTUAGS TCACCCAALG AT TAC TG/'GCGAC 26 AAARCAGGE CAAAAGE GECTT G GAATEE G2

10 28 37 46 55 64 73 82 91 100 10¢

Hind IL
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TTETEAT T &G GL} TGTGCAGCG AAARCTAAR CCGGAET TGGACC TG T TAATC G CAT TG AG ATATAT GG GGG TCCTGGCATATCATC
3 118 127 136 145 154 163 152 181 190 199 208 217
1352
676 » »
0 /\ . VI
fiighi e - & L TTATTTCAATC TCATTCTICACT TTC TGACT TATAGTCGL T T TG T TA ,OOH.Oannﬂ CAGGCCTGGATCCGGATATC .ﬂ .G TTTGTACAAZR e OO,HD:.
226 235 244 253 262 271 280 289 298 307 ’ 316 32 / m 334
wmofer Call co RV 7 attBL
1352 el peo al Eeof Crateway .
()
ecomb
676
0
CGAG CGTAZ®R TGATAT : TAT C T AT AT TTAGATT TT'GCATA : CAGACTACAT ATACTGT CAC! CATATCCAGT EGACTATGGCGGECCGBGLCATTAG
1 343 352 361 370 379 388 397 406 415 424 433 442
Net1
1352
e ?%%%%%igzé%%%%%
GCACCECAGGCTTTACACTTITAT GCTTECEGGEETEGTAT TGTGTGGATTTTGAGTTAGG ATCCGTCGAGATTTTCAG GAGC T/ AGCTAI TGGAEG : T CATY
451 460 469 478 487 496 505 514 5273 532 541 550 559
¢lart

1352 CwmR
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IGGATATACCACCGTTGATATATCCGC TGGCATCGT? GAACATTTTGAGGCATTTCAGTCAGTTGCTC TGTACC TATAACECAGACCGTTCAGCTGGATATTAC GGC
568 ST 586 595 604 613 622 631 640 649 658 667

1352
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Applied
wmwwﬁﬁmam

S/N G:210 A:234 T:198 C:120

06519_12283_A3Jm_nmt1Fw_E04_13
06519_12283_A3Jm_nmt1Fw
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Nov 12,2013 05:07PM, JST
Nov 12,2013 05:34PM, JST

KB.bcp Pts 1340 to 13027 Pk1 Loc:1317 Spacing:11.51 Pts/Panel1350
KB 1418 Cap:13 Version 6.0 HiSQV Bases: 1020 Plate Name: 20131112_mix
€7 TT TT GACCGT G I ATAACGCACRAGTT I TATCE GG CT TTAT POACAT TCTTGC CLGE CTE ATEAAT E TEATE EC CAATTEC ETAT EECAATE 2 G AQ
676 685 694 703 712 721 730 739 748 757 766 775
1352
676
0 YA AN AN AN NN N OO AN NN O N ANl
GET CACETE GrEATATEES AT A TET I DAC LI T TIACACC G TP TECATE BECAARET G EGTTITCATCG EDC TGS AGTCAATACCALCGAE GAT DI CCG
784 793 802 811 820 829 838 847 856 865 874 883
1352
676
0 X
GCAGTTTECTAGACA TATAT TEGCAAC AT GTEG BETGETTAEG GG A GCIT G GEE TAT T T Boe T2 GEE TTTAT TGA G eémj,:e_;nmenen.m
892 901 910 919 928 937 946 955 964 973 | 482
[
1352 |
676 “
0 OO SO o oo el = S e e T e e e et
gee TEECTE STE AT TICACE R PTG AD DT g 'TEE 1B T e AT ETTE TITEE TCREe® ¢ TTTTE ACH T G-8 o
991 1000 1009 1018 1027 1036 1045 1054 063
1352
676
0 P Ve S S e N i N i OO " ~ = G et e e e e e e e e e
ARAA T TP TAE B € g © B & BE 476 6 e TE © & ¢ T tA_-PCG B ! G Tr g o 6 18 € 8 66
1072 1081 1090 1099 108 1T 1126
1352
676
0 ———— R e — —_ S e
T T TE G ITG TG G G R |
1135 1144
13562
676
0 — —
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Applied

Inst Model/Name 3500/3500 Instrument

: 06519_12283_A3Jm_nmt1Rv_F04_16
DHasyStenis 06519_12283_A3Jm_nmt1Rv Nov 12,2013 05:07PM, JST
S/N G:54 A:45 T:42 C:30 primer name @ : nmt1Rv KB_3500_POP7_BDTv3.mob Nov 12,2013 05:34PM, JST
KB.bcp 5 AGACATTCCTTTTACCCTTA-3' Pts 1345 to 12942 Pk1 Loc:1322 Spacing:11.51 Pts/Panel1350
KB141.8 Cap:16 Version 6.0 HiSQV Bases: 1019 : Plate Name: 20131112_mix
GG CCC(CCCGCGGLC _ G ZICTCATG ATATC mn nﬂﬂﬁoen o_ mne@‘ CG ~AG CGT TGATAT T AT.C TARATHAL T TTAGATTTTGCAT CRG
it 10 19 28 7 _|i .w\@\ 64 73 82 91 100 109 1
“ BT EoolV \w Groteway
1222 Y 92 bl
_ ot oo
611
0 \ . . »»w»p \ / VA
! AC TACATAATACTGTA CACAACATATCCAGTCACTATG GTCGACCTGCAGACTGGCTGTG TATAAGGG AGCCTG ACATITTRAITATTCCCCAGAACATCAGGTTAATGGC G
18 127 136 145 154 163 172 181 190 208 217 226

1222
611

1 m®+\ow

Sall Por 1

ced®

o ::.::EEEE.::.,:EE_:;,E,,,E.,_E:E.:::::EEEE,._:E:ELE

TTTTTGATGTCATTTTCGC GGTGGCECTGAGATCAGCCACTTC TTCCCCGAT

CGGAGACCGGCACACTGGLCCATATCGGTGGTCATCATGCGCCAGCTTTCATCCCCGATATG

611

Printed on: Wed Mar 16,2016 03:57PM, JST

235 244 253 262 271 280 289 298 30y 316 325 334 3
1,259
611 —
0
CACCACCGGGT: AGTTCACGGG AGACTTTATCT GACAGCAGACGTGCACTGGCCAGGGGGATC Om.HOOQHODOOOQOOODHQHO TARTATCACTCTGTACATCCAC
43 352 361 370 379 388 397 406 415 424 433 4472 451
A ¢ il
g, CciAyg «——
611 » » P
0 /\ . »
CALGAC GAT CE BETETCTETET T TATAGGT GT A € T'T ACTEGCATT TCACCAGCCCECTGTTCEC TCGTCAGCA GAGCCGTTCATT TCAAT CCGGGCGACCTCAGCC
460 469 478 487 496 505 514 523 532 541 550 559 568
12232
611 »
0 \ | |
IATCCCTTPTCCTGATTTTCOCGE TTTCCAGC GTTECG GCAC GCAGACGACGE G T TCAT TCTGCATG GT TGTEGC TTACCAGAC CE GAGATATT GACATCATATATGC CTTGAGH
, 577 586 595 604 613 622 631 640 649 658 667 676
1993
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Applied

W.Om<m.nm_.:m 06519_12283_A3Jm_nmt1Rv_F04_16 Inst Model/Name 3500/3500 Instrument
06519_12283_A3Jm_nmt1Rv Nov 12,2013 05:07PM, JST
S/N G:54 A:45 T:42 C:30 KB_3500_POP7_BDTv3.mob Nov 12,2013 05:34PM, JST
KB.bcp Pts 1345 to 12942 Pk1 Loc:1322 Spacing:11.51 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 1019 Plate Name: 20131112_mix
CTGATAGCTGTCGCTGTCAACTGT CAC TG TAATACG CTGCT TCATAGCATACC TCT TTTTGACATACT TCG GG TATACATATCAG TATATAT T CT TATACCGC
685 694 703 712 721 730 739 748 757 766 775 784

TCAGCGCGC

793 802

TRAC G'CGATIH

CTGTT
811

TCTGGECTTTTAGT?
820 B29

GCCGGATCCACGC OHHH CGCCCCGBELCCCTGCC

838 856
5tof

CTCATCE CAGTAC'T
865 874

TGTTGTE
883

T TCA

Printed on: Wed Mar 16,2016 03:57PM, JST

GCATT CTGCCGACATG GA AGC CATCAC CEGC TG TG AACC TG TCG CCAG CGG CATCAGC CETTGTEGREECE TTGCGEGTAT AT &TTT GEC|

892 901 910 919 928 937 946 955 964 973 982
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mwwu_‘.mm.mam 06519_12283_A3Jm_LEU2pro_F_G07_19 Inst Model/Name 3500/3500 Instrument
06519_12283_A3Jm_LEU2pro_F Mar 25,2016 01:51PM, JST
S/N G:90 A:96 T:114 C:83 primer name 5 ¢ LEUZhre F KB_3500_POP7_BDTv3.mob Mar 25,2016 02:17PM, JST
KB.bcp j Pts 1473 to 12912 Pk1 Loc:1450 Spacing:11.4 Pts/Panel1350
5'-AAGCGTTCATG AAA L3 . . ;
KB 1.4.1.8 Cap:19 & RS TECTTEE-5 Version 6.0 HiSQV Bases: 900 Plate Name: 20160325_dnabank_mix
T A6 GG T TATTATT IAAGG ACCTATTG TTETTTC(AATAG GTGGTTAGCAAT CGTECTTAC TT TC TAACTT TTOTTACCTT TTACAT TTCA GCAATATATAY
i " 19 28 37 64 73 82 91 100 1
2
1198 |“|VFN
0 e
"ATATATT T CAAGC ATATACCATTE TAATE TCT GCCCET 2 GATCGTCGTTTTGCCAGG TG ACCACGTTGGTC TCACAGE EE AAG CCATTAAGETICT T2
118 127 136 145 154 163 172 181 190 199 208 517
1198
599 »
0 I VYYVA
SCTATTTCTGATGTTCGT TCCARTGTCAAGT TCGATT TCGAAAATCAT TTAATTG BTG GTGC TEC TATCEGATGC TACAGGTG TTC CAC TTCCAGATGAGGE GOT GG AAGCCTC
226 235 244 253 262 271 280 289 298 307 316 325
1198
| 599
0 \
CAAGAAGGC TGATGCECGTTTTETTAGGTGCTGTGEGTGGTCC TARATGG GGTACC GG TAGTGT TAGACCT GAACAAGGT TTACT TE CET GAALT TCAATTGTACGEY
334 343 352 361 370 379 388 397 406 415 424 433 442
Kenl
1198

- | ) I . | W

: ETT GACICATGT CTTTGCATCCGACTETCTTTTAGACTTATCTCCAATCAAGCCAC TTTGC? GGTACTGACT TCGTTGTTGTCAGAGAATTA GT GG GAGGTAT
451 460 469 478 487 496 505 514 523 532 541 550 554
1198
o ! | VYY) A
TTACTTIGGT GAG GACGATGGTGATGGTGTCGC TTGG GATAGTG T CCGTTCCAGAAGTGCAARG TCAC G T EECEGET TTEATEEE EEY
) 568 577 586 595 604 613 622 631 640 649 658 667
1198

> B T T e,
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ApPpPueu
Biosystems

S/N G:90 A:96 T:114 C:83

06519_12283_A3Jm_LEU2pro_F_G07_19
06519_12283_A3Jm_LEU2pro_F
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Mar 25,2016 01:51PM, JST
Mar 25,2016 02:17PM, JST

KB.bcp Pts 1473 to 12912 Pk1 Loc:1450 Spacing:11.4 Pts/Panel1350
KB1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 900 Plate Name: 20160325_dnabank_mix
CAACAT GAGCCCACCATTECCTAT TT B8 GIC CTTGGAT GC TAATG TTTTGGECTC TT CAAGAT TAT GG AG CTGTG GAG GAAACCATCAAGAA CECAATTLC

676 685 694 703 712 721 730 739 748 757 766 775

1198 NSNH

. 555?@%%523&%@8@%&%2%&@899@%

CT ACAT T GF GTTC A TTGATTGATT CTGCC GCCATGATCCTRAG TT CCC ¢ CCACCT IG5 T AT T CACL GAT G TIT
784 i 802 81 x 820 829 838 847 856 865 874

ELCE T C & T TCCCLCAGE IPCE IT GEG TTT & T G CE TCIGEGE T C TTES SCT e TTTE B E
892 901 910 919 928 937

2 EC TIT GG TTT GTACG C TG C ¢ &8 AT T &L D g G TT G C : G T G e @ enoafxﬂa_
973 982 991 1000 1009 1018 27
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MApPHHICU

06519 _12283_A3Jm_f1ori_R3_H07_22 Inst Model/Name 3500/3500 Instrument

Biosystems 06519_12283_A3Jm_f1ori_R3 Mar 25,2016 01:51PM, JST

S/N G:55 A:74 T:95 C:58 primer name P : flori_R3 KB_3500_POP7_BDTv3.mob Mar 25,2016 02:17PM, JST
KB.bcp ; ; Pts 1484 to 12725 Pk1 Loc:1461 Spacing:11.21 Pts/Panel1350
KB 1.41.8 Cap:22 5-TTAATGCGCCGCTACAGGGC-3 Version 6.0 HiSQV Bases: 970 Plate Name: 20160325_dnabank_mix

CG(GCEG GI(C T(G CGTATGCG G1 TACCG CACAG ATG CG TAAG G AG TACCG CATCAG GLCGCCATTCGCCATTCAGGCTE CGE CTGTTGGG GGGCGATCG
37 46 55 64 73 82 91 100 109

GTGCGGGCCTCTTCGCTATTACGC CAGCTGGCG GGGGGATGT GC TG C GGCGATT GTTGGGT C GCCAGGE TTTTCECAG TCACGACGETTET CGACGGCCAU(
118 Rk 136 145 154 163 iYL 181 190 199 208 217
1282
641
0 . /\ . — |
3TG L it i 7 G TTCE TTCAT TAI TEGAGTECTCELATCAG ATEGATTTAC GGTTTTGCATAG T CEC.T GT GG \GTT EGTTAGTGATTTETTE GTTTAGCTE !
226 235 244 253 262 2T 280 289 298 307 316 325 334

1282 GFL avsl

o WM W

TTTACATAC T &G ATE ATETETE TCTECAT TETTI CeTTICTTCT T.6.01 CGCGT TT TAC CGAGATGACATGCTATTTTCTGAT TATTTTTT TCTATAGT T TTCTATTT
343 352 361 370 379 388 397 406 415 424 433 442 451
1282 :
_ ) WAL o) |
0 VYWYV VUVY VLY WA | [
T GTAC GTCETTEGEREAGT EEG T GT TCGGGGTATG GTTAGTAGCGGCAGCGTTCAT TATGGTATAT GATAF F GTAGGGGC GCGAGACAG TGGGAT
460 469 478 487 496 505 514 523 532 541 550 558
1282
641
0 Wiy o
GGGCATCGTCTAT TTATAGCETALZ TT GTATTTT VIUT TG DAY T TR 6T TTA DT TC DGR TG T AT T TGC GAAT TAGAG EiE 76
568 577 586 595 604 613 622 631 640 mbw 658 667
1282

o W A AN WM s e e e e
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ApPpIEU

06519_12283_A3Jm_f1ori_R3_H07_22
06519_12283_A3Jm_f1ori_R3
KB_3500_POP7_BDTv3.mob
Pts 1484 to 12725 Pk1 Loc:1461
Version 6.0 HiSQV Bases: 970

Inst Model/Name 3500/3500 Instrument
Mar 25,2016 01:51PM, JST

Mar 25,2016 02:17PM, JST
Spacing:11.21 Pts/Panel1350

Plate Name: 20160325_dnabank_mix

Biosystems
S/N G:55 A:74 T:95 C:58
KB.bcp
KB 1.4.1.8 Cap:22
cCG TETLC iy GCTCAGC
676 685 694

TAT &AC THTIT &G & & GCGATCAGC CTTATTCTCECGT TG TAGATTCTTTITTCECT TEAT TI2CE & TGT
757 766 TS

703 712 h2l 730

BTG BB T TG T TR & TG T GATGEE T T B TTG 3 ST TG 4 T T T (63 CAGGTTTTG A T T ﬁﬂ_Hﬂ_H.%.OA.O G & G
784 793 802 811 820 829 838 856 | 865 874
|
1282 |
641 |
0 %vg\% X000 O™~ 13880 ok
oA T Y iy M s i B GG C TC TCGCGCGTT:! LG G G T G T : TTTTT TR s TT T T&ETE e G 1
883 892 901 910 919 928 937 955 964 973
1282
641
0 %\KX@? oo COoeoo A S S
& TIPT & & & S i i il G T 1T TTITT € G E T2 C TG C TG TTPT T 32 T T € i T & GC.€ T T T TCG C
982 991 1000 1009 1018 1036 1045 1054
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