Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK

clone name : pDUAL2-HFF1

@ Clone ID

® Lot

@® DNA Concentration
@ Volume

@® Form

@ Host

@ Culture

@ Antibiotics

@ Purification

RDB _ 06193

14487 _ A6L7

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DHS alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb)
10.0
8.0
40
30

15
12

10

0.1

Sall + EcoRI

-~
=3
&)
c
3

Erectrophoresis :

Restriction enzyme

100

Expected size of fragment

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

Sall 8.4 kbp
EcoRI 8.4 kbp
Sall + EcoRI 6.1,23 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A nmt1Fw Sequence - E -
Sequence — B ADH-Forward Sequence — F -
Sequence — C flori_R3 Sequence — G -
Sequence - D Reverse2 Sequence — H -

APPROVED BY :

http://dna.bre.riken,jp/index.html



» Applied

W_Om<m.nm—.=m 06193_14487_A6L7_nmt1Fw_A09_03_ABI24 Inst Model/Name 3500/3500 Instrument
06193_14487_ABL7_nmt1Fw Dec 26,2016 12:02PM, JST
S/N G:38 A:48 T:56 C:39 primer name ) i nmt1Fw KB_3500_POP7_BDTv3.mob Dec 26,2016 12:29PM, JST
KB.bcp i Pts 1606 to 13404 Pk1 Loc:1583 Spacing:11.88 Pts/Panel1350
KB1.41.8 Cap:3 5'- GCTGTAAAACACCACGAGAC -3 Version 6.0 HiSQV Bases: 897 Plate Name: 20161226_dnabank
1GG C TTITAT T:A ATC G I CGT OHOHOGQDH CTG GATGGTTCAG TCACCC CG ATTACTGGGG AGAG CAGGGC GC EE&TT GG TE¢&
9 105
1136 1 Tnd TL
568
0
IGATTGTCATTCG GC TGTGCAGCGATF CCGG ATAATGGACCTG T TAATCG CATTG G T GGG TCC TG.GCATAT CATC TG T
113 121 129 137 145 153 161 169 177 185 193 201 209 217
1136
568 »
0 | |
GTTG b1 TTAT TT.C TCPCATT CTCAECT ITT¢ TG ACT TATA &TEBEE T TET'T ,mn.ﬂ GCGTCG ACAGGCCTGG HOOHAHDW.‘HD ECACCATCATC H. ,H.mm T
225 233 241 249 257 265 273 28] Zge—— 297 305 313 321 \u.m.m-
59\5.._\ ZCE\H @9:“ ®9§1H Gtavt e T_~®
1136 dﬂQS)Q\ﬁm\ﬁ L

e WA I . .E%égg

T GGATGATGACGAT bomo qﬁo CTACAAGG ACGACGATG AC um 5 .H,O TGAGATCTCG OWm GIAGGATCE|IGGCGCGCCACT TCT T ATTTC TTRA
337 345 353/ 361 369 377 A85 393 401 c 417 425 433 441 4
{0
1136 1t FLAC m @E_sx_u. w ADHL
&ﬂ_\s_g&oﬁ.
2 TTTATGATTTITTATT GTTATA? : GTGTAT T AGTCGACTCTTAGGTTTT TEY TGAGT CITETT e GG
149 457 465 473 481 489 497 505 513 521 529 537 545 553 56
1136
S %s%gzés?ﬁ W
WAV ;ézg%%%eégf%zég%
ITAE BETEACGETTEC TP T CTCAG BTATAGTAT GAG GTCGETETTATIGAGCE CACOCTEC TACCEGCAGATCCEE TAG G GRATAACAGGGT T ‘+ T mimnn.:u}_. TTGATH
I 569 577 585 593 601 609 617 625 633 641 657 665
PO ®q Ribm
1136 2t
I Ao«i,g v

0 E/ggéééégégégg?g?/@g%
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- Applied

= Blosystems
SIN G:38 A:48 T:56 C:39
KB.bcp

KB1.4.18 Cap3

06193_14487_ABL7_nmt1Fw_A09_03_ABI24

06193_14487_ABL7_nmt1Fw

KB_3500_POP7_BDTv3.mob
Pts 1606 to 13404 Pk1 Loc:1583
Version 6.0 HiSQV Bases: 897

Inst Model/Name 3500/3500 Instrument

Dec 26,2016 12:02PM, JST

Dec 26,2016 12:29PM, JST
Spacing:11.88 Pts/Panel1350
Plate Name: 20161226_dnabank

673 681 689 697 705

1136
568
0 AN AN AN N

SCCTATGG CCCCTTTGACTGACGAGACTGTGAARGGCTTGTTTGG

GCTGACGGTGTTCTTTTGGGTGCCGTTGGTGGTCCTG
713 w2l 729

BLTGC A CARCCCCCAAT TG
761 769 717

I
|
[
(
(

TCCTGAGC GG L TTATT G GCTTCGT GAGTATGGG TGTTTG GG CC CCTITC GACCTTGCAACTTIG CC GTCTTTAGTC G TACA G CCC
785 793 801 809 817 825 B33 865 873 881
1136
568
O . e N e el
[G G CCCTIG ATC G TI1GE GTGTCG TTTTTTGTG TTGTACGGAG C ‘T"T ACT GG G TTETTT CTTT G 1GGEH GC CCITG G
889 897 905 913 921 929 937 969
1136
568
0 e
L1136
568
0
1136
568
0
1136
568
0
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Applied

W_Om<m.n03m 06193_14487_A6L7_ADH-Forward_C04_03_ABIO8 Inst Model/Name 3500/3500 Instrument

06193_14487_A6L7_ADH-Forward Jan 06,2017 09:38PM, JST

S/N G:64 A:95 T:130 C:90 primer name m : ADH-Forward KB_3500_POP7_BDTv3.mob Jan 06,2017 10.04PM, JST

KB.bcp ' ) Pts 1647 to 13249 Pk1 Loc:1624 Spacing:12.02 Pts/Panel1350
5'- GTCAGGTTGCTTTCTCAGGTATAG -3

KB14.18 Cap:3 B Version 6.0 I_mo< Bases: 938 ) Plate Name: 20170106_mix

TACGG TTITATT CiCC TCTIACCGGCAG /TCCGCT GGG TAiCAGGGT AT ATRCTAGT|GCCTCTATTG AT GCCTATGG 22CCCCTT TG ACTGACGAGACTG TG AAGH

1 19 28 37 46 55 64 73

pOHUL

| 82

/ !
1212 “ X bratnator ®Qow leul r 9 §>>>>\<L
606
: W

SETTGTTTGG GCTGACGGTGTTCT TTTGGGTGCCGTTGGTGGTCCTG TGGACC ECEC TTGTCGTCCTGE AGC GGTTTATTG GCTTCGT GAGTATGGGTGT
118 127 136 145 154 163 172 Lga 190 199 208 217 2

1212 Hind T

606

91 100 109

TTGGGCC CCTTCGRECTTGCAACTTTGECCAGEC GTCTTTAG TCAAGTACAGCCCTTTG GCCTG TEETTE GETGTCGATTTTTGTGTTGTAC GAG CTTACTGA
26 235 244 253 262 271 280 289 298 307 316 325 334

1212

. W)

SAGGTTGTTACTTTGGTGAGCGCACTGAGGACAACG GATCGEGT TATGC TATGGACACT TGGCCTTACAGTTTGG G GTTTCTCGTATTGCTCGTTTGIGCGGCLCECGGGCQ

343 352 361 370 379 388 397 406 415 424 433 451
/
18] B r@&fV&
0 \
T TE & TTEATT TCGAGTCCTCCATCACGATGAT T GGTTTTGCATAG!? T CECT GT G 26 GTTETTAGTEGAT TTET TE T TTAC T T TTA &
460 469 478 487 496 505 514 523 532 541 550 559
1212
avs 1
606
; % EE VWi Y g
TCEATE ATETET TCT TTETTT P ETE TTET TG C CGEGTTTTACG G AGATGAC AT:GC TAT 7T CTgATTATTT T DICT AT GTTT T T-AL T T
568 577 586 595 604 613 622 631 640 649 658 667
1212 Miul

20 oot o g%%ﬁéﬁ?%éﬁ%??é%
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N Applied

f =’ Biosystems 06193_14487_A6L7_ADH-Forward_C04_03_ABI08 Inst Model/Name 3500/3500 Instrument
06193_14487_A6L7_ADH-Forward Jan 06,2017 09:38PM, JST
S/N G:64 A:95 T:130 C:90 KB_3500_POP7_BDTv3.mob Jan 06,2017 10:04PM, JST
KB.bcp Pts 1647 to 13249 Pk1 Loc:1624 Spacing:12.02 Pts/Panel1350
KB 1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 938 Plate Name: 20170106_mix
I'GTACGTE CT TGEGAGTCE G TGT A2 TCGGGGTATGGT TAGTAGCGGCACCG TTCAT TATGGTATAT GAT? L GTAGGGGCA AGC GAGACAG
676 685 694 703 712 771 730 739 748 757 766 775
1.21.2
606
o oot A 0 e 000 0t 0000800000000 300000C D0 s0ad T Xse0e00col
TGEE ATAC GEGCEATCETC TATAAT TATAG QT T i TATT T T TTTGTATTTTTTTGT T TFDATTITTETCARTGE D TTACTT Al
784 793 802 811 820 829 847 856 87
1212
606
0
1212
606
0
T e ¢ TT G TA G o7 & §orTey ¢ IF € T & T91T € & G ] TG T ACC TGG €C G TETTERT D & TEPE T G T &G
964 973 982 991 1000 1009 1018 1027 1036
1212
606
0
E T T c TT GG 2 €g TT BT G € of T o o G i T T TT GG C T A B 1
1045 63 1072 1081
1212
606
0 et e — N R S =~
GE T i fE
1090
12412
606
0
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>_u_u__mn_

06193_14487_A6L7_flori_R3_C09_09_ABI24 Inst Model/Name 3500/3500 Instrument

w_0m<m.nm3m 06193_14487_A6L7_f1ori_R3 Dec 26,2016 12:02PM, JST

S/N G:57 A:41 T:46 C:53 primer name C flori_R3 KB_3500_POP7_BDTv3.mob Dec 26,2016 12:29PM, JST
KB.becp : o Pts 1561 to 13260 Pk1 Loc:15638 Spacing:11.71 Pts/Panel1350
KB14.18 Cap?9 5'- TTAATGCGCCGCTACAGGGC -3 Version 6.0 HiSQV Bases: 755 Plate Name: 20161226_dnabank

GC ATIGG C G(C TITG AG TATGC G GT T:CCGCRCAG ATGCGT GG IG TACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGC CTGTTGGG GGGCGATCY

31 37 43 103 109

1152
i ) ) §
0 .:» .

LATREE GEEETeT TTEECTATTAE G CAG &1 66 &G : GGGGG "TGTGCTGC GGCGATT GTTGGGT? CoCCAGCGTITTTECCAGTCACGACETT T CGACGGC!

115 121 127 133 139 145 151 157 163 169 175 181 187 193 199 205 211 ol 22

1152
. | ?Esz«;zzz?%is\??
0 AV | A M\

TAGETG TTCGAGCTCIG GG AGCGCTACCG TG TEGGETC e o {8 TG CETTTTEDPTOTEATTTITCET ACCALC BCC GBS GGGLGGC LG ! GGCCC

3 229 —_—3h ] 241 247 253 259 265 271 AT 283 289 295 S0 307 313 319 325 331 3!

115, okl Gacl fmce-@\

w; %5%2?2%2%25%%&3??%%

TACCAGG TGACAG GCCTCATCTG iy, TGTCACC GTTGTCAGTC : CACCGETT GT GTACGAGGGCTCTTGACC TGGCTGCGGAGTC
37 343 349 355 361 367 373 379 385 391 397 403 409 415 421 427 433 439 445 45]
1152
576
0 §>§5§>§2§>§§2§<§2§%§»§2§§ AN WA AN,
CABCTGGTTTTTTAAGGT G 6T GAGGBGATATTCCTCCT'T TCTTAGE TACAGTCTITGECGE L] GACG AG GTTGEEE CATTAGCTTTGTCGAGT TGTGACG(
L 457 463 469 475 481 487 493 499 505 511 5 523 529 535 541 547 553 559 L
1152
576
0 P?%?%%;\?/{/% AN e AACAAA A e NN N AN AN AN AN e SAAAN A S AN ADOLS
5 GAGC GGAGGGTTGG GTT TCAGC T JG CGGCC GC GG GCCCIGAGTC 1T CT EC ET T _OO CTCGGE ACATAGTGACTTATC T GACACT CATTGT g T T g
365 571 577 583 589 601 a7 613 619 “ 625 631 637 643 649 655 667 673
]
|
1152 \eut -3 NotT dvs L _
576 |
0 [PAVAY I A VAT 4., VUV AV VA _
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» Applied

Bi osystems 06193_14487_A6L7_Reverse2_D09_12_ABI24

06193_14487_ABL7_Reverse2

Inst Model/Name 3500/3500 Instrument
Dec 26,2016 12:02PM, JST

S/N G:59 A:78 T:103 C:73 primer name .@ Reverse2 KB_3500_POP7_BDTv3.mob Dec 26,2016 12:29PM, JST
KB.bc Pts 1580 to 12962 Pk1 Loc:1557 Spacing:11.76 Pts/Panel1350
P ; 5. GCGGATAACAATTTCACACAGG - -3 ) . . p m_.
KB 1418 Cap:12 Version 6.0 HiSQV Bases: 898 Plate Name: 20161226_dnabank
CAGT € 'G TTiC 6 mnaememqeao follc neaea.ﬁmnqoa TTTATTGTGC TTCIAACACCAA TGT TTATARCCAAG PTTTATCTTG TTTGTCTACATG @
1 10 | 91 100 10
_ Sﬁ%T_.
1138
569 ﬁ
0
TAT TTTACATTCAT CTACATACATC TTTCAT TGGCTTTGTACATAGT TATCATTACAAGTCT PTTCAC TCTTTTCTTATTCAATGTCAATCCAAG GATT GT
9 118 127 136 145 154 163 172 181 190 199 208 217
1138
569
0 \
GGTAATGTTGTAGGAGCATGTT TAAT TTAC TATAGE TTACTTTTTAT TCCCAAGGTGTI TTATC TATAATAGT TAATATT TTA GTC GCTACAT T TAC B GRGY
226 235 244 253 262 271 280 289 298 307 316 325 334
1138
. ?séég?é\s;f
0 ,SD>\</>>>>>>>>>>>>>>>>>>>D>\<</>8 AAAMAAAAANMNAN AN AANANANAAAAANNANNAANAAN
ragTTETATACT TgT TGO CTTET GACAT CGCCT -GG GECATCGACTTTTTC T CiE GG 2 TP &CATLTA & TCETIURT
343 352 361 370 379 388 397 406 415 424 433 442 451
1138
569
0 g?é?%é??ggfgé%%é AAAAAANNAANANNANN L ANAANAANY
TAATGCTGAGAAAGTCTTTGCTGATATGCCTTCCAACCAGCTTCTCTATATCTCT TGGCTTCGACA ACAGGATTACGACCAGCTCCATAGAC TCCACG ACCH AC TG AT
460 469 478 487 496 505 514 523 532 541 550 559
1138
569
0 %g%yg\%})%géé;%és{gg%u
T ETCGCTACCECAGTTTACAATCACT TCTTCAG GAGTACGATAT TGCTGE TCCCAGCCCGTETCCTT ol ¥ el GCCG AT AL CAGOC GACATAGT TATG TAGTCG
568 577 586 595 604 613 622 631 640 649 658 667
1138
569
7|O PV AV P D T I . . R e e A VW 4, OO P B . P, — T P Py i
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» Applied

Y w_0m<m._nm:._m 06193_14487_ABL7_Reverse2_D09_12_ABI24 Inst Model/Name 3500/3500 Instrument
o 06193_14487_ABL7_Reverse2 Dec 26,2016 12:02PM, JST
S/N G:59 A:78 T:103 C:73 KB_3500_POP7_BDTv3.mob Dec 26,2016 12:29PM, JST
KB.bcp Pts 1580 to 12962 Pk1 Loc:1557 Spacing:11.76 Pts/Panel1350
KB14.1.8 Cap:12 Version 6.0 HiSQV Bases: 898 Plate Name: 20161226_dnabank
j CTTTGAAGGTTAGG TC GACGACCAGC TATZ GCC GC TEG G TATGE T TC TE CCATTCTAZGGGETTTTC TECTG TGTAG GAACCAG T ¢
676 685 694 703 712 721 730 739 748 757 766 775
1138
569
0 S adae e e St
G AG G © T TIGE CARE AG ATT THC:A iG.0T GGC PAG AG AGCAC GTECC G GT cc CTITC TTIGCAAGGCCT TG TAT T A € CE ITCE €EL
784 793 802 811 820 829 838 847 856 865
1138
569
0
SCAAC TG T AT GGGC TT T GEIEG AZTA T CEREGC CC G G C T TIGE T A (A ¢ AGC CGA TGECA T ATTTEG T ¢ TITEE ACEGE TAATTTT § ¢
883 892 901 910 919 928 937 946 955 964 973
1138
569
0 .
T BT T4 TREE G PR i GCEE AT B8 T CAAT A G CG G GG T ¢ T ¢C IT G g ol GG T T T ‘"
982 991 1000 1009 1018 1036 1045
1138
569
0
e 7 C T T € TG G T O G G T e ME B & o c G T o TE TG & T6 &7 o
1054 1063 1072 1081 1090 1099
L1138
569
0
s T G
1138
569
0
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