F! RIKEN DNA BANK

)

Gene Engineering Division
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clone name : pDUAL2-GFH81

@ Clone ID

® Lot

@ DNA Concentration
@® Volume

® Form

@ Host

@ Culture

@ Antibiotics g
@ Purification .

@ Digestion by restriction enzyme

RDB _ 06204

14466 _ A6L7

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha
LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

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

(kb)
10.0
8.0
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12
1.0
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! Sall + EcoRI

e
=
[&]
c
3

Erectrophoresis : 100

Restriction enzyme

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

Expected size of fragment

Sall 9.1 kbp
EcoRI 9.1 kbp
Sall + EcoRI 6.1, 3.0 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A nmt1Fw Sequence - E Reverse2
Sequence — B ADH_rev Sequence — F -
Sequence — C ADH-Forward Sequence — G -
Sequence - D flori_R3 Sequence — H -

APPROVED BY :

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



Applied

06204_14466_A6L7_nmt1Fw_C06_09_ABI24 Inst Model/Name 3500/3500 Instrument

w_0m<m.nm3m ) 06204_14466_A6L7_nmt1Fw Dec 27,2016 11:38AM, JST

S/N G:238 A:310 T:293 C:260 primer name _P  nmt1Fw KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp 5'- GCTGTAAAACACCACGAGAC 3 Pts 1550 to 13296 Pk1 Loc:1527 Spacing:11.9 Pts/Panel1350
KB1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 931 Plate Name: 20161227 _dnabank
TEE A TIATT i CETAACTCTEG GCTAC TG G-ATGETT(AG TCAGC CAR CG AT TAC TG/E GG AG AG CAGGG C GC GCTT GGAATCCG

28 37 46 55 64 73 82 91 100

Hind I

' ) A | e<<<<<< k

TITETCATTCGE GC TGTGCAGCG I T CCGEGATAATGGACCTGTT TECG CATTG SGATGG G GG TCCTGGEAT HO TE TG T GTTG T |
109 118 127 136 145 154 163 172 %% 181 190 199 208 217
1058
S »—— » »—»—»—»» » »»——
0 | VLAV il
T TTRT TT C TCT CATTCTCACTTTETGACTT ATAGTE GETTTGTT O_H. GCGTCGACAGGCCTGGATCC GGATATCRT GT GGAG CTTTTCAC TG GAG
226 235 244 253 262 71 280 289 298 @.ﬂp 307 316 325
5,.5.”»\* Nie L Gall mlsi.h EcolV Q\Wﬁ
1058 Qrowoteyr
529
g — : ALLY
L ot bl =kt o e A o e TREETTES T-'E GLATGGTGATGTT TGGGCAC ATTTTCTGTCAGTGG GAGGGTG GGTGATGC AT Omm G TTACCLET T T2 ATTTGEE
334 343 352 361 370 379 388 397 406 415 424 433 442
1058
529 » *
o - — _ — .
CTACTGG CTAC CT GT TECGETGGEEE CACTTG TCACGTACT T TCETGCGT TATGG TGTTC TG T TTE GATAC CCAG TCACATG ACKGEATG RCTTTPTE GG
451 460 469 478 487 496 505 514 523 532 541 550
1058
| %;gggé
0 IAGAN04
TGCCATGCE CG & GCTATGEIACA GG G T THT TT T G TG . CGGG CT GACACGTGCETG GTTTG G GT GATACECTTGTT
559 568 547 586 595 604 613 622 631 640 649 658 66"

1058
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Applied

H 06204_14466_A6L7_nmt1Fw_C06_09_ABI24 Inst Model/Name 3500/3500 Instrument
Biosystems 06204_14466_A6L7_nmt1Fw Dec 27,2016 11:38AM, JST

S/N G:238 A:310 T:293 C:260 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1550 to 13296 Pk1 Loc:1527 Spacing:11.9 Pts/Panel1350
KB1.4.1.8 Cap®9 Version 6.0 HiSQV Bases: 931 Plate Name: 20161227_dnabank
TCGAGTT G BT AT TG ATDIT GAAGAT GG CATTCTTGGACACH TTGGAATACAAGT CTCACACRAATE TATACAT CATE G GAGAL ¢ G

7 676 685 694 703 712 721 730 739 748 757 766 g

TGGAATC GTTAAZCTTC TTAGACACAACATTGAAGATGG ?

G0 e TTC CTAGCAG TE T e TAC TEC TTGGCGATGGCCC"
15 784 83 802 811 820 829 838 847 856 865 874
1058
o N ¢ ‘
B . of X 0L X O 000000 XY YA OOl RO00srod A XL XS OO0 oK XD
LG T TTTTRECE G C aACC iy 2 T'E T'CGCAC (0 TETE € TTT €6 g GATEEEC G G G CE AT %mmﬁqnﬁnqqnqﬂm
883 892 901 910 919 928 946 9594 964
1058
529
D -
973 982 991 1000 1009 1018 1027 1036 1045
1058
529
0 o;;-v».cnwmmmmmmm-_wmnmwmmmmnvmanm-warkmm.wmmmmm-wnmw-.uuinl-wm--vv\A-rnmmmmmmmumum__wmmnmmwmvmnwmvnmnrnm-_wrmu
T € L6 : C T & c e € TG G T el e G & TE il G G C GG Cia C G [ (i (1 T T & T
1054 1063 1072 1081 1090
1058
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Applied

Bi osystems 06204_14466_A6L7_ADH_rev_D06_12_ABI24 Inst Model/Name 3500/3500 Instrument
06204_14466_A6L7_ADH_rev Dec 27,2016 11:38AM, JST

S/N G:298 A:387 T:469 C:300 primer name W © ADH_rev KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1579 to 13202 Pk1 Loc:1556 . Spacing:11.95 Pts/Panel1350

5'- CTATACCTGAGAAAGCAACCTGAC -3'

KB1.4.1.8 Cap:12 Version 6.0 HiSQV Bases: 879 Plate Name: 20161227_dnabank
GG /GAGG T C TCAG ATA GATTTTCGT I CCTAAGAGTCACTTT T GTATACAC BTRAT ©T IT T TATALCT TATT TAA TAAT AT CAT TCAT?
9 17 | 33 a1 49 57 65 73 81 89 97 105
|
1144 _
|
572 I
. 3 AV
0
GABATTC GETTATT TACAAGTEEC GCGECEE ATECE T'C TAC AG TEEAG qoqo—memm.; TG GTGETGAT GETTCTEATCGTCGTICC TTGT meenhm.@m TTTGTAT
113 121 129 1 qﬁ T:..Sm 153 T 18y 169 177 N 185 193 201 2p9 mln 2]
wl A by Hie LAG 4
X ItnaoC %@w
1144 BNk ety | Ba T
572 »
0 | NIV | | A |
GTTCATCCATGCCATE TG TAATCCCAGEAGLTGTTAL CTCAAGAAGGRCCATETEGICTEIC CTTTCE TTCEGATETT T GGGCAGATTGTGTGE ACAGGTAATG GT
L7 225 233 241 249 257 265 273 281 289 297 305 313 321 329
1144
572
0 A
TGTCTGEGT EGACACCECCATCECCAATTEGABTAT TP TS TTGATAATGGTE TGC TAG TTGAACGE T ICCATCT T CAAT G T TGT G TC TAAT TTT GAAGTTAAC TT TGATTCC
337 345 353 361 369 377 385 393 401 409 417 425 433 441
1144
. %%%s%% K
TIET ITTETTLCTCTCLEAT A TG T r¢TGTGAGTTATAGTTGTAT TCCARTTT @TG TCCAAG AAT GTT TE GATGT TCTTT T EAATACLCT I TTAACTCGATT
449 457 465 473 481 489 497 505 513 521 529 537 545 553
1144
CTATTAACRAG G GTAT CACCTTC CTT EACTTCACGCASGTGTC TTY BTADT TCCE ETEATET I'TE TR T ST TAGCCTTCGGGCATGGC
561 - 569 577 585 593 601 609 617 625 633 641 649 657 6¢
1144
572 :
(Y Ao L0006 o000 0 o0 ek
0 AAN
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Applied

w_0m<m.nm=._m 06204_14466_A6L7_ADH_rev_D06_12_ABI24 Inst Model/Name 3500/3500 Instrument
06204_14466_A6L7_ADH_rev Dec 27,2016 11:38AM, JST
S/N G:298 A:387 T:469 C:300 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1579 to 13202 Pk1 Loc:1556 Spacing:11.95 Pts/Panel1350
KB14.1.8 Cap:12 Version 6.0 HiSQV Bases: 879 Plate Name: 20161227_dnabank
¢ T ET TG GTCATGCTGTTTCATGTGATCTG GG TATC T TGA? GCATTG CAGCAT Cag GTAGTGACAAGTGTTIG GCCACGG CA GEGTAGT
i5 673 681 689 697 705 713 721 729 73 745 753 761
1144
572
0 %&o@o@&%%%é? g@o@@@o&@ﬁgydoo\v@om
T TT ccad TaGTE ¢ A cee T GTTETTEE GTATG TT 56 &ATCALCE T BC A ¢ CE T TED TG TTE G TG ¢ e
769 777 785 qﬂw 801 809 817 825 833 841 54 857 86
{
1144 (
572 (
0 X 0a00ed X .t.' XX 0O OO0 XX OO KX O D X oo
C i@ A THENT TTEC C @ TTTEGGE ATAA G T/CC A6 T6 ARAA G'TTIC TTE TCEE TTTACTCATGS AT ATCECCGEE ATEE A GG CEETE T
5 873 881 889 897 905 913 921 929 937 945
1144
572
0 O O od XK T oo e
GG TAEE TTT o G CGAE TAT G TCAG A G TG G TGGA G T G T & i ¢ iy
961 1009 1017
1144
572
0 2
o] T E6 T 16 i Te ©C GG A E¢ m.e H, C T Cgg T c T T 1 oe e T
1025 1033 1041 1049 1057 1065
1144
572
0 .wlh"..ll.l.l. e g O gt 0 et e S el = — e e
T G & B TT T ¢
1073 1081
1144
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0 —ca————
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Applied

w_Omu\mam:..m 06204_14466_A6L7_ADH-Forward_E06_15_ABI24 Inst Model/Name 3500/3500 Instrument
06204_14466_A6L7_ADH-Forward Dec 27,2016 11:38AM, JST
S/N G:311 A:379 T:420 C:303  primer name ADH:Faruard KB_3500_POP7 BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp 5. GTC O . Pts 1592 to 13204 Pk1 Loc:1569 Spacing:11.99 Pts/Panel1350
KB1.4.18 Cap15 - GTCAGGTTGCTTTCTCAGGTATAG -3'  vgrsion 6.0 HiSQV Bases: 914 Plate Name: 20161227_dnabank
T CT T 8 TTETT (ACACC TCTACCG GCAGITCCGC TAGGG T CAGGG TAATATARCTAGTIGCCTCTATT GAT GCCTATGG CCECCTTTGACTGACGAG ACTGTG G Gt
1 9 I 17 25 33 41 49 507 65 73 81 89 97 105 1
_ KDL @ ’
el eul B9
1262 ﬂ FONTL g e+ | {
= | E E » WA Vi
0 S ~ORE000 Mo A Y VA AN AN TN\ NNV WYY AN Y VT
ST TIT 56 GECTGACGGTGTTCTTTT GGGTGCCGTTGGTGGTCCTG TGGACC CegcC TTGTCGTCC TG AGC GGTTTATTG GETFTEGE T GAGTATGGGT GT "
.13 L2 129 137 145 153 161 169 L7 185 193 201 209 217 ]
1262 Hind L
©31
o A )\ A |
TTGGGCC CCTTCGACCTTGC CTTTGCCAGC GTETT GTE GTACAGCCCTTTG GECET G TCGTTG GGTGTCGATTTTTGTGTTGTACGAG T AGTHE &
225 233 241 249 257 265 273 281 289 297 305 313 321 329 337
1262
631
O B W i
GGTTGTTACTTTGGTG AGCGCACTGAG GAC CGGATCGGGTTATGCTATG GACACTTGGCCTTACAGTTTGG G GTTTCTCGT H,‘__mﬂwnmdﬂﬁmmﬁmmﬂﬁmﬂmmmnﬁn
345 353 361 369 377 385 393 401 409 417 425 433 441 449
r
1262 leul D9
631
" | |
e T T T BRI TCGAGTCCTCCATCAGATGAT TTAC GGTTTTGCATAG RTCEC T GT G G GTT:ET TAGTGATTTCT TC ST T TACT TT'TAaC
457 465 473 481 489 497 505 513 521 529 537 545 503 561
1262 ? avsl
. vl %gé
: 235255233335 \ 0 A My
TGEGGEGAT GAT CTCTTETIGEATTGTTTECETT TETTCTT GE CEC.GTTTTAC TGACATGCT TTETTC T GATTAD T TTT I.7 @TAT TE TART T TR
569 577 585 593 601 609 6l7 625 633 641 649 657 665 4
1262 Ml

e T T T =
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Applied 06204_14466_A6L7_ADH-Forward_E06_15_ABI24

Inst Model/Name 3500/3500 Instrument

w_0m<m.nm_.=m 06204_14466_A6L7_ADH-Forward Dec 27,2016 11:38AM, JST
S/IN G:311 A:379 T:420 C:303 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1592 to 13204 Pk1 Loc:1569 Spacing:11.99 Pts/Panel1350
KB14.18 Cap:15 Version 6.0 HiSQV Bases: 914 Plate Name: 20161227_dnabank
GTACGTCCTTR GG GAGTCLE ! TGTAAAATCGCOGCTATCGITAGTAGC GGC AGCE TTCATTATEGT GTAGGGGC GCGAGACAG
i73 681 689 697 705 713 721 729 761 769
1262

- §§§§§§§§ USo\JQJoooo&ooom

TG GG AT ; CEGCATCGEGTCTAT T &G €T A AT G TR T T TTET & TADTTTTE 6T

1

777 785 793 801 809 817 825 833

TTiE EBTET |
857 865
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) Applied 06204_14466_A6L7_flori_R3_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument

'Bio
Systenis 06204_14466_A6L7_f1ori_R3 Jan 18,2017 03:07PM, JST
S/N G:285 A:404 T:302 C:284 primer name .@ : flori_R3 KB_3500_POP7_BDTv3.mob Jan 18,2017 03:33PM, JST
KB.bcp 5. TTAATGCGCCGCTACAGGGC-3' Pts ”Koo Ho._wmm_o Pk1 Loc:1377 Spacing:12.24 Pts/Panel1350
KB 1418 Cap:19 - Version 6.0 HiSQV Bases: 1017 Plate Name: 20170118_dnabank
CCfA TGGA GC ATG AGIATGC G GT TACC GCACAGATGCG TAAGG AG TACCGCATCAGGCGCCATTCGCCATTCAGGCT GCGCAACTETTGGGARGGGCG ATCGG
1 10 19 (28 37 46 100 109
_
1266 _
633
0 ¢l
TGCGGEECCTE T TCGE TATTACGCCAGLET GBOE GGGGGATGTGC TGCAAGGCGATTAAGTT GGGTAAC GCCAGGG TTTTICCCAGTCACGACGTTG T CGACGGCCAG
118 127 136 145 154 163 172 181 190 199 208 217
1266
633 — »
0 | | | NVY\ .
TGAATTCGAGETCEE GAGCGETACCE TG AATGGGCTCAAGE CAATGAACCTTTTCTTCTGATTTTCC TAGCACACEGG GGGAGGCAGAAGGC % GGCCCAAGCT
226 —235 - 244 253 262 271 280 289 298 307 316 325 334
!
1268 Gactl leul -7
633 »
CCAGGAAT GACAGAAGCCTCATCTE TAATGTCACC CAAGTTGTCAGTCA!? CARCACCGTTAAGTGTACGAG GGCTCT TGACCAS GCATGGCTGCGGAG TCAATG
343 352 361 370 379 388 397 406 415 424 433 442 45;
1266
633
0 2 8858
GCTGGTTTTTTALGGTAAGGTGAGGATATTCCTCCTTAAAAATCTTAGCTACAGTCTTGE GECAAAGACGAGARAGTT GCC CATTAGCTTTGTCGAGTAATGT GACGG|
L 460 469 478 487 496 505 514 523 532 541 550 559

Ww g?;%?%g%?gg?%%;%g%g%i

SAGCAGGAGGGTTGG GTTTCAGCT CGGCCGCGEGGCCCIGAGTCET CT e 'Y CCACTCEGACATAGTGACTTATCT GACACTCATIGT
568 5779 586 604 613 622 631 640 649 658 667 §

1266 leat--% Notl avel

é&%ﬁéﬁ?@%%@%ﬁ?éég?%%%i?gé%
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» Applied

06204_14466_ABL7_flori R3_GO1_19_ABI24
* Biosystems 06204_14466_A6L7 fiori_R3
SIN G:285 A:404 T:302 C:284 KB_3500_POP7_BDTv3.mob

KB.bcp
KB14.18 Cap:19

Pts 1400 to 13680 Pk1 Loc:1377
Version 6.0 HiSQV Bases: 1017

Inst Model/Name 3500/3500 Instrument
Jan 18,2017 03:07PM, JST

Jan 18,2017 03:33PM, JST
Spacing:12.24 Pts/Panel1350

Plate Name: 20170118_dnabank

1266
633
0

FGCATTITTGT TTAGTT GGTACTT GT T'ThAGTAT CG e TTTTATAATCAGG? GTT GTG TGGT AGCACATGTCGT TTGT G TTTPETAT)
376 685 694 703 712 721 730 739 748 F5F 766 775 784
1266
- %ﬁ%}g?gg;
5 00000 000l %{57
T AT TTT ! GCETTTETAGACTAGG TATACTCAT .n_ﬂ TG GGAT GLAGGAGTE TTGHe AT T T TiRe 1ol L
793 802 811 820 829 | 838 865 874
1266
633
o X000t Y00
T T DAE TG T T A A T TG c TAC T2 TGAT GEGE T"CAGT AL G 4G TT G€ T TTGC TTC TTVENT G TP T
2 901 910 919 928 937 946 964 973

1266
633

TTTTITT c T
1090

c G
LT

Tl F T

1266
633

(GC T € f T 1C T T T
135

Cg
1144

1126

c (T

1266
633
L0
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Applied

Bi 0m<mﬁm3m 06204_14466_A6L7_Reverse2_G06_21_ABI24 Inst Model/Name 3500/3500 Instrument
06204_14466_A6L7_Reverse2 Dec 27,2016 11:38AM, JST
S/N G:179 A:330 T:353 C:300 primer name m . Reverse2 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp - GCGGATAACAATTTCAC , Pts 1536 to 13353 Pk1 Loc:1513 Spacing:12.11 Pts/Panel1350
KB 1.4.1.8 Cap:21 ~ ALHOG Version 6.0 HiSQV Bases: 830 , Plate Name: 20161227 _dnabank
CGT ' OB TTEG GCTTGTGITITT GACG CT YT TEALNTE TAAT T TAT T 8T BT TCOAACRECAATGT TTATAACCAA ETTTTATE TP & TT'TETCTAEAT &G 1
25 33 41 49 57 6 81 89 97 105
sﬂ?%\sﬁé%?é
TATTTTACAT TCATCTACATACATCT TTCATTGGCTTTGTACATAG TTATC 2 G TerT T EACTE TTTTCDTATT AR TGITE GAT TG
113 121 129 137 145 153 161 169 177 185 193 201 209 217
1240
620
0 _ | AR
YE GTAATGT T GTACEAGCATE TT PAAT TLA CTATAS BRAA ATTACT T T TAT TCUCARSE NG TIT ATE PATA ATAGT TAATATT IT AGTE B TAT ATA A ART T INTAT & G
225 233 241 249 257 265 273 289 297 305 313 321 329
1240
0 )
GTACTTGTATACT TTET TEGCETT GTGACAT CGCCTAGG : cCGC & GG EATCGACTTTTTC T CCr CC i TTTTACA TTAGECTT I
337 345 353 361 369 377 385 393 401 409 417 425 433 441 44
1240
620 :
0 VUV | , A [WVWAY VWV
) LR g ¢ TGCTGAG GTCTT TGETGATATGE CTTCC CER G TIETC TART AT CTCT VG GE T T.CERE CAGGAT TACGACCAGCTCCATAGACTCCACGACC 2 TG
9 457 465 473 481 489 497 505 513 521 529 537 545 553 5¢
1240
0 ? 53@
TG.AT GTCEC TAC G CAGT ITAE ARTEACT TE T'T CAG 68 GTACE AT AT T6C TG TRCUAGCE SETE met or T T GE CEAT ACCAG E 66 ATDATAGCT TAT GT
i1 569 577 585 593 601 609 617 625 633 641 649 657 665
1240
620
0 ¢ C O voOooA X g/xx 000

/ i
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Applied 06204_14466_A6L7 Reverse2_G06_21_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystem
y B 06204_14466_A6L7_Reverse2 Dec 27,2016 11:38AM, JST
SIN G:179 A:330 T:353 C:300 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1536 to 13353 Pk1 Loc:1513 Spacing:12.11 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 6.0 HiSQV Bases: 830 Plate Name: 20161227_dnabank
CGCTTTG+.GGTTAGG TCGACGACCAGCTAT? GIC C ABA GC T @G TATE BT TETO CCATTETRAR GETITTCTCTE TETA €6 no“,. GTAG
673 681 689 697 705 713 721 729 789 745 753 761 | 769
1240
620
0o OeX(TXX(X vCOA x vOOooonb@oooOoQ
G AGCCCTT TEEG 7 TTT CAG CC AARAZ GACCROG TCOC G T oo ETTE T TEACE 08 IT 6 TAT TA CECTCELC TH
777 785 793 801 mo@ 817 825 833 841 849 857
1240
620 H
¢ TG TATCE © TITTG T 6 AT TETTT ¢ TACCAEIE € TECATA T 6§ TABE T e G TaT Td co TE T E T e
873 881 889 897 905 913 921 929 937 945

1017 1025 1033 1041

1240
620
T G TT
1
1240
620

< -
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