Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK

clone name : pHFG1-ccdB2

@ Clone ID

@ Lot

@ DNA Concentration
® Volume

® Form

@ Host

@ Culture

@ Antibiotics

@ Purification

RDB _ 06525

12288 _ AT7Fe

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

Survival2

LB megim,

100 microgram/ml Amp; 33 microgram/ml Cm

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb)
10.0
8.0
40
3.0

15
12
1.0

0.5

0.1

Erectrophoresis :

Fe)
=1
(5}
<
= |

EcoRI

100

Restriction enzyme

Expected size of fragment

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

Bglll 11.3 kbp
HindlII 80,22 1.0 kbp
EcoRI 41,37 23,12 kbp

kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A nmt1Fw Sequence - E LEUZ2pro_F
Sequence — B Cm MR Sequence — F -
Sequence - G nmtiter R Sequence - G -
Sequence - D flori,F Sequence — H -

APPROVED BY :

http://dna brc.rikenjp/index.html



Applied

Bi Om<mﬂm3m 06525_12288 A7Fe_nmt1Fw_A12_01_ABIO8 Inst Model/Name 3500/3500 Instrument
06525_12288_A7Fe_nmt1Fw Jun 22,2017 05:21PM, JST
S/N G:42 A:55 T:45 C:41 primer name ) : nmt1Fw KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bep i i Pts 1351 to 13782 Pk1 Loc:1328 Spacing:12.33 Pts/Panel1350
5-G AAAAC GAC -3
KB14.1.8 Capi1 arer HECRUER Version 6.0 HiSQV Bases: 1064 Plate Name: 20170622_dnabank
f TG TTLTAT T e CGTABTCTCGGCTACTG GATGGTTCAG TCACCCAACGATTACTG GGG AGAG CA GGGL GC GCTT GG ARTECE
1 11 21. 31 41 51 61 71 81 91 101 111
{ 5
. i Zsé A §>>\<
o é%g
I TETCAT TC GGCAATGTGCAGC G GG & TAKT GG AGE TG TF CAT TG TAT TCLOTEGCATATEAT CARTT
121 131 141 151 161 71 Hmp 191 201 211 221
1082
Aol iy N i
TTATTTCAATCT GAT TG T'CAG T T'TC TGACT! AGTCGCTTTGTTAAA|GC TAGCGTCGACAGGCCTGGATCCTE TCACCACCATCATCATATGG ATT
231 241 251 261 271 28 291 301 321 \--:WZ
T 2_2»‘ m«acﬁo.n&ﬂ @93$H tot LS

. 23%2%%;;% Aol

GGATGAT GACGATA i CCIATGGGT GGG CTTTTEACTGGAGTTGTCCCE TTCTTGTTGAAT TAGATGGT GATGTT TGGGCAC TCTGTCAGTGG
341 1 L 361 92 371 381 391 401 411 421 431 441 a5
m,\?Q\ .m (62 \mwmg

1082

. ZS%\%? as%/?zg% |

0
3AGGGT GAAGGTGATGCAACATACGG CTTACCCTT TTATTTGCACTACTGG CTACCTGTTCCGTGGCC TTGTCACTACTTTCTGTTATGGTGTTC
1 461 471 481 491 501 511 521 531 541

mwwmmuﬂun 561

- g%;%?égééééé%%%?é?ég%% e

TGETTTTC ATACC CAGAT b ol 1 o 1 GAGTGC CATGCCCG GGCTATGTACAGG TATATTTTTC GATGACGGG ﬁ
571 581 591 601 611 621 631 641 651 661 671

1082

o é?ié%gg%éé%??? e e e
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Applied

W_Omu\mﬁm:._m 06525_12288_A7Fe_nmt1Fw_A12_01_ABIO8 Inst Model/Name 3500/3500 Instrument
06525_12288_AT7Fe_nmt1Fw Jun 22,2017 05:21PM, JST
S/N G:42 A:55 T:45 C:41 KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bcp Pts 1351 to 13782 Pk1 Loc:1328 Spacing:12.33 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1064 Plate Name: 20170622_dnabank
IAAGACACGTGCTGAAGTCAAGTTTGAAGGTGATACCCTTGTTAATAGAATC GAGT TAAAAGGTATTGATTTT GAAGATGG CATTETTE GACAC TTGGAATA(
681 691 701 11 1] 731 741 751 761 771 781
1082
i?%%éégé? %{2@5 e ey
ok ﬁ%% 5§%§
TAACTCACACAATGTATACAT CATEG CAGAL TGGAATC TN AC T TG T TAGACACAACRT TG GCGTTC TAGCAGA
791 801 811 821 831 841 851 861 871 881 891
1082
g Wonongined ke N 20Ot nonoero X
0 ﬁ%ﬁﬁ? e bomégé
G TC \TACTCCAATTG6C GATGEECCTET CC TTTTACCAGAC AACCATTALE T G'TCCAL TC T GECE T'T TCE TCEC 2
901 911 921 931 941 951 961 971 981 991 1001
1082
. %%é@mé@%@@%gﬁo&xx vph MQ@MHEE
o.qomw_nni,ojm GTTT GTRAACAG CTGCTGGG ATT T &G ¢ ATE TITTG T
1011 1021 1031 1041 1051 1061 1071 108 1091 1101
_
1082
¥ ¢t —
_ .
0 oA DA AFICRKITEL O o XA ‘6"‘4 'lo AN P\o»«’- SO P~ o S M%Wulh
CG G- g & T TG T A T T T T o ] W N 4 = g1 i C G f G =T C i
1111 1121 1131 1141 1.5 1161 137 1181
1082
541

1082
541
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Applied

W.Om<m.nm=._m 06525_12288_A7Fe_Cm_M_R_B12_02_ABIO8 Inst Model/Name 3500/3500 Instrument
06525_12288_A7Fe_Cm_M_R Jun 22,2017 05:21PM, JST
S/N G:31 A:36 T:47 C:34 primer name @ : Cm MR KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bcp , ; Pts 1364 to 13749 Pk1 Loc:1341 Spacing:12.15 Pts/Panel1350
KB14.1.8 Cap:2 FEORTTTCAGITTEEFEATSE-] Version 6.0 HiSQV Bases: 1029 Plate Name: 20170622_dnabank
GO ICANGE 196G C "ATCC(ATATC(ACCAGCT(ACCGTCTTTCATTGCCATACGG AATTCCCEGATGAGCATTCATCAGGC GGGCAAG AATGT GAAT oooomm T c
10 " 19 28 37 a6 55 64 73 82 109
988 \/ ~— cwmR EcoRl
5 ) _ ,%é
0
PG ST ST IT TETT TRACEEICT TT GGCCGTAATAT CGAGCTGAACGGTCTEGGTTATAGGTACAT TG ERCNCTE T6E0 TC TEITC ET TACE AT
118 127 136 145 154 163 172 181 So 199 208 217
988
A il Il
0 | I

GCEAT TG GGATATAT C CGCGTE GTATATC CAGTGATTITTTTCTCCATYTTTAGC T TCET TAGC TCC TG TETCGACGGATCCT cTE TCCACACATTATALG

6 235 244 253 262 280 289 298 307 316 325 334

Cwm BamHl

e A A %%gg%%g%%

CG GAAGC ’ GTGT GCCTGGGGTGCCT TGCCGGCCGCCATAG TGAC TG GATATG T TGT GTTT TACAGTATTATGTAGTCTGTTTTTTATG TCT T
343 352 361 370 379 388 397 406 415 424 433 442 451

988 Notl

| | 0t

FrAT TGATATTTATATCGATTITT ﬁmHMnMﬁrﬂrﬁlmlql C DO.HH.HH .ﬁmﬂ £ CT TGTG ATATCITTTGTATA GTT CATECATGCCATGTGT TCECABCAGBGE TG T TAC T
460 469 478 N T 523 532 541 550 559
Grop Gt £9< coN .

988 att Bl 2 G¥9 (gre/569C)

494 ﬂ/

: %%5%%%%%%55@?%%%@ AN WA AW A WA
GGACGCATGT GEGTE TCTCTTTTC GTTGEGGGATCTTTCE GE GGGCAGATTGTGTGGALCAGGT TEETTGTC TGGET GGACAGGEGGC CATC GCC TTGGAGTATT

568 577 586 595 604 613 622 631 640 649 658 667 61

988

ol oo I oo oM e
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Applied
w_wwﬁnmam

S/IN G:31 A:36 T:47 C:34

06525_12288_A7Fe_Cm_M_R_B12_02_ABIO8
06525_12288_A7Fe_Cm_M_R
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Jun 22,2017 05:21PM, JST
Jun 22,2017 05:47PM, JST

KB.bcp Pts 1364 to 13749 Pk1 Loc:1341 Spacing:12.15 Pts/Panel1350
KB14.18 Cap2 Version 6.0 HiSQV Bases: 1029 Plate Name: 20170622_dnabank
f TT ST TGEART TGGTCTGCTAGTTG CiECDTEEATETTC TGTTGTGTCT TTTTG GT.T CTPTE ATTC CAT TETTT TE'PTT 6T C TG ECAT GATG TATRCAT TG TE
76 685 694 703 712 721 730 739 748 757 766 775 784
988
- %\22? h %3%?@
o Wivwly i,i 5%% Egégggggﬁ;
TGAGTTATAGTTGTATTC I GTGTCC TEGTTTCEATCTITCTTT TEGE ITPTET CTGC GATTCTATT GGG TATCACE TTC CTTaE AT
793 802 811 820 829 838 847 856 865 874 883 892
988
494
0 %§%§§§%§§§§§8ﬁ
TEAGCACGTGIC T ETAGTT @ CCE TCATET'TTE G TATAGE TTETTTEE TGTrACATAG CET TCGGECATEG CAETETTG GTCATGE TG TTTCATGET G
901 910 919 928 937 946 955 964 973 982 991 100¢
988
494
0 %%%éég
T6TE GGTATE T & : GC T G Cc OO"_ GT 2G TG AC GTG TTCGG CCAC GG i G T A T TTTEC
) 1009 1018 1027 _ 1036 1045 1054 1063 1072 e 1020
988 &0 i
494 |
0 P D e e 2 J.‘.ll.....'d;‘b\a\‘v‘t e PN D O R o L o e O e e Clag el
CG by G L el P 5 e & T TGCG T G C B G CG mE C ¢Te T e & TG L CC GG T T G TG c e T T €
1098 1108 1117 1126 1135 1144 1153
988
494
0 bv&/v@{{g% I N RS S S S B T e
G TE€ET T T T & (16, (6 ' -
1162 1l B
988
494
0 e e N —

_u::”ma on: Fri Jun 23,2017 09:45AM, JST
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. Applied 06525_12288_A7Fe_nmtiter R_C12_03_ABIO8 Inst Model/Name 3500/3500 Instrument

' Bio ms

Siale 06525_12288_A7Fe_nmtiter R Jun 22,2017 05:21PM, JST

S/N G:25 A:38 T:45 C:35 primer name : nmtiter R KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST

KB.bcp , . Pts 1341 to 13670 Pk1 Loc:1318 Spacing:12.12 Pts/Panel1350

KB14.18 Cap:3 . b AACTACATCTAACACGAAGG-3 Version 6.0 HiSQV Bases: 1045 Plate Name: 20170622_dnabank
CRIEC Gt G 13186 T CATE TAT CGTTTTGEGEEGTTATAT T'TT T'GGGCLACGE TG G TTIAT AT TCTTAAC TACACCAGCTCE ETATCCCEGCACEE G TETACGT T'TGTY
1 S__ 21 31 a1 51 61 ik 81 91 101 111

—s et e

1196
598 I ’
e v s —
0 /SN IR o N | V) Wi _
CGATTTCGAGCT TATTGAGT GTGATTAGC T GTACTCGTTGTCGG AGATC G TTTE G TEAET FAT CTCATCT BEERECT TTEY GC G
121 131 141 15T 161 L7 187 191 201 211 221
1196
- | | I\
0 _ .
CAF TCGTAATATGCAGCTTG TGGGCTTCCATAGTTT G# G CECTA GCAGTACTE CCRACE GAGACAT TC CTT TIARCE TTAG TTAGTT AGE GGE EEGCCEE G
231 241 251 261 271 281 291 301 311 321 331 3¢
Sc(...ﬂ»‘ 1ty ZQA.H
1196
598 —
0 | | | |
GCTCGAGATCTCATGATATC mo nﬂ@%_m’.a‘.o .O— ! 0040.—. CGAGARAACGT? : TGATAT 4L TATC TATATTAAATTAGATTTT GCAT? CAGACTACAT: T
11 S an 361 [.j aw\ 391 401 411 421 431 441 451
Yol Bolll  GoofV  Gatewoy ey
1196 Recomo?, ot

o :?E::::::::EE.&E: I O A

A\ ET &T TATCCAGTCACTATGGTC GACCTGCAGACTGGECTGTGTATAAGGGAGCC TG AC HH_.HA_.J TT ECCCAG CATCAGGTT TGGCGTTTTTGATGT
461 471 481 e e 501 511 521 31 541 551 561
510 d
Call m.@ ccd B
1196 5
598
0

CATTTTC GCGGTGGCTGAGATICAGCCACTT TCTTCCCCGAT C GEAGACCGECACACTE GCCATATCGGTGETCATCATGCGECAGE ITT TCATCCCCGATATGCACCACCG
571 581 581 601 611 621 631 641 651 661 671

1196

22 W aeandnannalin sl Aaatne i o e M
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Applied

W.Om<mﬁm_ﬁm 06525_12288_A7Fe_nmtiter_R_C12_03_ABIO8 Inst Model/Name 3500/3500 Instrument
06525_12288 A7Fe_nmtiter_R Jun 22,2017 05:21PM, JST
S/N G:25 A:38 T:45 C:35 KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bcp Pts 1341 to 13670 Pk1 Loc:1318 Spacing:12.12 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 1045 Plate Name: 20170622_dnabank
GGT GTTCACGGGAGACTTTATCTGACAGCAGACGTGCACL TG GC CA GGG GG ATCACLATK CGTCEGCCCGGGEGTGTCA ATAATATCACTC TGTACATCCAC CAGAI
681 691 701 711 721 731 Staet 741 751 761 771 781
1196 ccd®
% as%sé??%éﬁééﬁ%?«??
SGAT AACGGCETCTCTCTT TTATAGGTGT i €T G:CAT TT.CACCAGCEEE TG T TC TCETCAGE BAGCCG TTEATTTEAAY CCGGEE EGACCTEAGE €7
791 801 811 mNH 831 841 851 861 871 881 891
1196 3
598
0 W e et/ 25000 Ao NN
TCCCTICCTGATTTICC GCTTTCC AGCG TTCEGECACGCAG 2C GAC GGGC TTCATTCTGC ATGG TTGTGC TTACCAGACCGG AGATATTGACATC ATE CCT T
901 911 921 m? 941 951 961 971 981 _ 591 1001
|
1196 [
598 ;
0 '.'\p‘t’» XN X O O o YoaexSin 5 W4 0 o O OO AT~ e, N OO DO P
SAGCRACTGATA GCTG TCGC TGTCAACTG TCACTGT BABATACGC TG C TTCA TAGCA TACCCTC TTTTT GACATAC TITGGGGE TIiTTAC ATATCA &TAT
1011 1021 1031 1041 1051 1061 1071 1081 1091 110;
1196
598
0 S O N A e O A N o o D O N B o O =~ - Sl g l..ktt..lohﬂ. e
TATT € TTATA CCGGGAA AAA TCAGLEC ECGC TTA G € FTAfC TE & A TE TG ¢ TTTT AGE T E ek & B TCEE cG
1 1111 1121 1131 1141 1151 1161 1171
1196
598
0 et S i = o sy O e e e AT t&‘;ﬁ%\lc@l AN e S e
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Applied

i 4 ABIO8 Inst Model/Name 3500/3500 Instrument
e 06525_12288_A7Fe_flori_F_D12_04_
y 06525_12288_AT7Fe_flori_F Jun 22,2017 05:21PM, JST
S/IN G:50 A:62 T:63 C:56 primer name @ © flori F KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bcp 5LAG B Pts 1338 to 13731 Pk1 Loc:1315 Spacing:12.1 Pts/Panel1350
KB1.4.1.8 Cap4 -AGAAAGGAAGGGAAGAAAGC-3' Version 6.0 HiSQV Bases: 1052 Plate Name: 20170622_dnabank
ECGCG (G6CC TA GCGE GGGEC AGTETAGCGETCICECT TAACCAC CAC ooomnomomnj Hmnmnomnan GGGCGCGTRCTATGGTTGCTTTG ACGTATGCG G
i 10 19 46 55 100 109
9]
1382 \m,.w\
0
TGTG TACC GCACAGATGCGTAAGGAG TACCGCATCAGGCGCCAT ICGCCATTCAGGCTGCGCALCTGTTGG GAAGGGCGAT CGGTGCG GGCCTCTTCGE TATT
118 127 136 145 163 172 181 190 199 208 217 NN
1382
5 zg??ag%é%s
0
CCAGCTGGCG GGGGGATGTGCT GCAAGGCGAT TAAGTT GG GTAACGCCAGGGTTTTCCCA GTCACGACG TTGT CGACGGCCAGTGAATTCCRACCTTC
235 244 253 262 271 280 289 298 307 316 315 334
ol r
1382 2 arsl
§%§§§§§§>
AAATCGAGTCCTCCATCAGATGATTTACAAGGT TTTGCAT TCCCT T GTTGTTAGTGATTTCT TCAAGTTT TTT T TGGATGATC T¢
343 352 361 379 388 397 406 415 424 433 442 451
1382
5§a§§§§>§g %gég%é%i%%%%
S TTCTCCATTGTTTCC TTTCTTCTTGCAAAC GCGTTTTACAAAGLGATGACATGCTAT TTTCTGAT TATTTTT TT TAGTTTTCTAT TTTGTACGTCCTTGGGAGTCCG
460 169 478 487 496 505 514 523 532 541 550 559
1382
%é?igégi%%gé zgs;%%?%%\ig%% >
TGT TCGGGGTATGGTTAGTAGC GGCAGCGT TCATTAT GGTATAT T GTAGGGGCAAGCE AGACAG AATGGGATACAAGGGC ATCGT ETATAATT
568 577 586 595 604 613 622 631 640 649 658 667 671
1382
691 . _D/ ) Ao | \
o N WA VI AN WA AWV s W VAN A i A WA AR AN A
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Applied
w.wwﬁﬂmam

S/N G:50 A:62 T:63 C:56

06525_12288_A7Fe_flori_F_D12_04_ABIO8
06525_12288_AT7Fe_flori_
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Jun 22,2017 05:21PM, JST
Jun 22,2017 05:47PM, JST

KB.bcp Pts 1338 to 13731 Pk1 Loc:1315 Spacing:12.1 Pts/Panel1350
KB1.4.1.8 Cap4 Version 8.0 HiSQV Bases: 1052 Plate Name: 20170622_dnabank
TAGCT TTETATTTTAATTTGTAT TTTTTGTAATT TTAT T TCTCAT TGTTTTACTT TGAATGCGAATTAGAG &T TCAREG TETC T.A AGC TC|
5 685 694 703 712 721 730 739 748 757 766 775 784
1382
691

; g?%%é?é?féﬁ,@?ﬁgﬁ éj&i{fi?g% SIS

T93 802

TTTTAGGG

GCGATC CTT
mmo

TTCTCEGETT
829

GTAGATTCTTTTTCT TCAT

811 838 847 856 865

TROC TET

ETGLE LT GATG

874

TGATTTTT CT
883 892

CAC
919 928

CGTTTTGAT TTGST

937 946 955 964 93

[
f
[
_

Printed on: Fri Jun 23,2017 09:45AM, Lm._.

TG GEIGITT GA GGATAGT T & Ta ¢ g o s TTT T TEA L TT G TE TT GIE & TRET T A T T L TaE 160 G T C.T&EE T
1009 1018 1027 1036 1045 1054 1063 1072 1081 1090 1099
1382
691
0 %V‘gg\f}-lo o oy O PO o e e e S oD
G TTT G T E T T & DTTiE T TG E it T G C Cc T T T € 3 G TG € T TR TP T & € T
1108 T1TH 1126 1135 1144 1153 1162
1382
691
0 S |’ﬂlﬁlﬁlﬂft\‘1\!ﬁ‘ﬂﬂ$f}ﬁh:‘"\wﬁ!}‘ e e klhfl\.#\.‘ AP, S e Ot S TY S
o} il CCe T G T c T GG g~ G C G(«C
1171 g0
1382
691
0 L e e = i
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Applied

Bi osystems 06525_12288_A7Fe_LEU2pro_F_E12_05_ABI08 Inst Model/Name 3500/3500 Instrument
06525_12288_A7Fe_LEUZ2pro_F Jun 22,2017 05:21PM, JST
S/N G:76 A:83 T:92 C:73 primer name [ : LEUZpro_F KB_3500_POP7_BDTv3.mob Jun 22,2017 05:47PM, JST
KB.bcp g Pts 1350 to 8460 Pk1 Loc:1327 Spacing:12.23 Pts/Panel1350
L C CTAAATGCTTGC-3 ; :
KB 1.4.1.8 Cap:5 9 >\>m._oo._.._. AIGAET Version 6.0 HiSQV Bases: 589 Plate Name: 20170622_dnabank
CAATA TG G T TAT TAT T T mm CCTATTGTTTT TTCCAATAGGT GGTTAGCAATC G TC TTACTT TCTAACTT TTCTTACCTTTTACATTT CAGCAATATATAT
1 11 41 51 61 71 81 91 101 111
- TATATT TCAAGGATATACCATTCTHATQTIL T GCCECT GATCGTCGETT ITGCOAGGTEAE CACGT TG ETL TCACAGCCGAAGCCAT TAAGGTTCT
121 E i1 151 161 171 181 HB 201 211 2241
PN PN Ll GUE AT
1162 @
581 >>
; \ \ |
TATTTCTGATGTTCGTTCCAATGTCAAGTTCGATTTCGAAAATCAT TTAATTGGTGGT GCTGCTATCGATGCTACAGGTGT TCCACTTCCAGATGAGGCGETGGARAGLLETCC
231 241 261 271 281 291 301 311 321 331
1162
0
GGCTGATGCCGTTTTGTTAGGTGECTGTGGGTGGTCCT TGHGGEETACE GG TAGT GTTAGALC TG GG T T AT T CC G:T TTGTAC GC(
251 361 371 381 391 401 431 441 4
Kenl
1162
- %?sé%és;%ézs
CTTAAGACCATGTAACTTTGCATCCGACTCTCTTTTAGACT TATCTCCAATCAAGECACRATTTGET GGTACTGAC TTCGTTGTTGTCAGAGRATTAGTGGE GAG GT
51 461 471 481 491 501 511 521 531 541 551 561
1162
?ﬁ%%gség ;éég?éggé%é ol /
‘
ol WA AN i J
TTITA ST T'T @6T G CGATGGTG-TGGT GTCGCTTGCC
571 581 591 601 “
1162 _
_

wm H gﬁéﬁ?@i gﬁlﬁ? S>>>?5\<,>>><
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