Gene Engineering Division
RIKEN BioResource Center

E RIKEN DNA BANK clone name : pDUAL2-GFH1

RIKEH
BRC
@ Clone ID £ RDB _ 06202
® Lot 14464 _ A6L7
@® DNA Concentration : 25 nanogram/microliter
@ Volume 40 microliter
@® Form 5 DNA solution in TE buffer
@ Host = DH5 alpha
@ Culture . LB medium
@ Antibiotics 100 microgram/ml Ampicillin
@ Purification QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 06202 z
(NEB#N3200L), 3
125 ng/well = B
D = 0 =
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Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme 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.brc.rikenjp/index.html



Applied

Bio 06202_14464_A6L7_nmt1Fw_A05_02_ABI24 Inst Model/Name 3500/3500 Instrument
SYSARITS 06202_14464_A6L7_nmt1Fw Dec 27,2016 11:38AM, JST

S/N G:138 A:210 T:193 C:157 primer name } . nmtlFw KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp 5'- GCTGTAAAACACCACGAGAC -3' Pts A.mmw to ._wm..\.w Pk1 Loc:1506 Spacing:11.92 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 970 Plate Name: 20161227_dnabank

16 GTATT T T
10

TC CGT CTECTECGEGGETACTGE G ATEGTTCAGT CACLCC CGATTACTG GGG 2G AG CAGGGC GC 5 LTTi GG ToLd

9 28 37 46 65 64 3 82 91 100 ]

HHH@ T..S.Qﬂa
-~ &\ :
O A A ’ ‘ A ’ A -’
:ATTGTCATTCGGC TGTGC-GCG T : CC GG AT TGGACCTGTT TCG CATTG & ATAT AT GG/ GAGGAATCCTG GEATATCAT C TTG T
.09 118 127 136 145 154 163 172 181 190 189 208 217
1116
558
0 A i
GTT G AL LRl 1P Nt B (g i TETCATTOCTCACTITTETGAC TTATAG TEGETTTGS TT CTAGCGTCGACAGGCCTGGATCCG GAT HQ\H GT GGALG! G EAP T
226 235 244 253 262 271 280 —_— B 298 307 &A.PX 316 325
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1116 ?o%o*@ |
558 » —
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CAETGG AGTTGTECCAAT TETTGTTG TTAGATGGCT GATGTT TGGGCAC TTTTCTGTCAGTGG AGAGGGTG GGTGATGC CATACGG NETTRCE CT T T
334 343 352 361 370 379 388 397 406 415 424 433 442
1T1E
558
0
TATTTGCACTACTGG : CTACCTGTTCCGTGGCC CACTTGE TEACTACTTITE TET TATGGETETTLE TEEe TTTTEER SATACCEAGATCACATG CAGCATGACTTT
451 460 469 478 487 496 505 514 523 532 541 550 59
191§
. I\ a%g%ﬁé%% %géggg%
5 [V
T GAGTGCCATGCCCG GGCTATGTACAGG G CTATATTT T'TE GATG ACGGG GACACGTGCTG GTC GTTTG GGTEATACCCT TGT1T
39 568 57 586 585 604 613 622 631 640 649 658 667
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Applied

w.0m<m»m3m 06202_14464_A6L7_nmt1Fw_A05_02_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_A6L7_nmt1Fw Dec 27,2016 11:38AM, JST
S/N G:138 A:210 T:193 C:157 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1529 to 13273 Pk1 Loc:1506 Spacing:11.92 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 970 Plate Name: 20161227_dnabank
TAGAATCGAGTT GGTAT TGATTTT GAAGATGG CATTCTRGCGACACAAATTG GART ACAACTAT CTCACAC TG TATACATCATGGLACAL
676 685 694 703 712 721 730 739 748 757 766 775
1116
o O Nl gﬁ% gg?zfgg%gg
0
o o6 8 e, GaT GG GCGTTC \G ACC.ATT A C ATAETE € TTGGCGAT
784 793 802 811 820 829 838 847 856 865 874
1116
a ?&?@gég%g?%%%
0 AN . ;
CEECoTE T P TTTACEAE AL CCATTACE TLETECACAL TRTEOCE TITES EA'TE g¢

883 892 901 910 919 928 937

G 6 TTT G T [ BCTGCTGGG ATITAC C T GG C TCG TG A CT T G : CCCi
982 9491
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Applied 06202_14464_ABL7_ADH_rev_B05_05_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y 06202_14464_A6L7_ADH_rev Dec 27,2016 11:38AM, JST
SIN G:44 A:59 T:66 C:50 primer name p:  ADH_rev KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1615 to 13247 Pk1 Loc:1592 Spacing:11.83 Pts/Panel1350
- G c-3
KB1.4.18 Cap5 5'- CTATACCTGAGAAAGCAACCTGA Version 6.0 HiSQV Bases: 900 Plate Name: 20161227_dnabank
C GGG T TE G T G Gl T8 G AGTCACTTT TTPTE TETRCAG T'TRE T TITTITITIAT G T TAT T'T T i TCATA? TG
1 46 55 64 73 82 91 100
1020
0 \ ‘
T G L e T AT TR G GTGGCGCGCQG G ATCCTC T m.mdnm.m TCITE *Oﬂmmem TGGTGGTG .HO»HHHOIO T G e TCET TE'T mq_n_m TGGGITTTGTAT
109 118 oub 127 136 145 154 T3\, " HTT 18N 190 199 T 20T
a1 O {
7 «s?Sb.Ao« BontL e 3 ﬂ LAG m_\mﬁ
1020 e
510 4—_ —
0 I T NIV VTV ) |
GTTCAT CCATGCCATGTGT TCCCAGCAGCTGT AACTC G GGACCATGTGGTCTCTCTTTTCGTTGGGATCTTTCG GGGCAGATTGTGTGGACAG GT AATG(
7 226 235 244 253 262 2l 280 289 298 307 316 325
1020
510 — —
0 k [\ |
aTTGTCT GGT GGACAGGGCCATCGCC TTGGAGTATTTTGTTGAT TGGTCTGCTAGTTG CECTTCCATCTTC TeTTGTETET T T Ti6d GT TAAC TT TG AT T
334 343 352 361 370 379 388 397 406 415 424 433 442
1020
0 /\ .
CCATTETTTIIrGT TG ITE T GECAT GATGTATACATTGTGTGAGTTATAGTTGEAT T CE TTTGT GTECC G TETTTCECATC TTCTT T TG TACCTTTT C'TC.G AT
451 460 469 478 487 496 505 514 523 532 541 550 !
1020
0 Vo MAN MMV AN NANYNVVWYYANY
! GG GTATCACCTTC CTTGACT TCAGCACGTGE TCTTGTAGT TCECGTCATCT TT G TAGTTCTTTECT GTACATAGCCTTCGGGCATGEGC
559 568 577 586 595 604 613 622 631 640 649 658 6¢
1020
510
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Applied

Bi Dm<m.nm3m 06202_14464_A6L7_ADH_rev_B05_05_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_A6L7_ADH_rev Dec 27,2016 11:38AM, JST
S/N G:44 A:59 T:66 C:50 . KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1615 to 13247 Pk1 Loc:1592 Spacing:11.83 Pts/Panel1350
KB 1.4.1.8 Caps5 Version 6.0 HiSQV Bases: 900 Plate Name: 20161227_dnabank
CT CTTGH RGTCATGE TETITCAT 6T CATIC T GGG TATC ITE GCATTGAACACCATAACAG? GTAGTGACAAGTGTTGGCCACGGAACAG GTAGTTT
57 676 685 694 703 iz 721 730 739 748 757 766
1020
510
0 000000000 00000 OO 0l X0l ™ 500000000 enc X oe Dococ™
TCBAGTAGTEL T | T BUGTHA &G T g B TATE/TT & ATE AS BT TE MG BaT £7 BE AC TG A E MG TP GTECCE AT 1 e i

802 811 820 829 838 847

L TT C [ G TTGG G c C TCC G TG G ITCCTTCCTCC TTTAL TC TGAT TEOC €6 T CCAGG CCCT G TCG CCG CT GiC T TTI. A
910 918 946 955
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Applied

Bi osystems 06202_14464_A6L7_ADH-Forward_CO05_08_ABI24 Inst Model/Name 3500/3500 Instrument

06202_14464_A6L7_ADH-Forward Dec 27,2016 11:38AM, JST

SIN G:257 A:321 T:347 C:253  primer name (! ADH-Forward KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST

KB.bcp , Pts 1652 to 13165 Pk1 Loc:1629 Spacing:11.9 Pts/Panel1350
- TATAG -3

KB 1.4.1.8 Cap:8 5'- GTCAGGTTGCTTTCTCAGG Version 6.0 HiSQV Bases: 864 . Plate Name: 20161227_dnabank

TG GTC T "TATTL CACACC TC TACCG'G CAG ATCCGC TAG GG T CLGGGT TATACTAG T[GCCTCTATTGATGCCTATGG CLECCTTTE ACTGACGAGRAETETE

__ 19 28 37 46 55 64 T3 82 91 100 109
AL <« 15pel leu DG’

| e & e -

| Wy oW VYV A

GGCTTGTTTGG GCTGACGG TG TTCTTTTGGGTGCCGTTGGTGGTCCTG TGGACC ofk o 5 ! TTGTCGTCCTGAGLC GGTTTATTG GCTTCGT GAGTAT GGG

118 125 136 145 154 163 172 181 190 199 208 217

1214 Hind TL
607
0 [V |

TGTTTG GGCC CC TTCGACETTGEC CTTTGCCAGC GTCTTTAGTCE GTACA GECET ITTG GCCTG TEGT TS GGTGTCGATTTTTGTGTTGTACGAG G RCA

226 7235 244 253 262 2574 280 289 298 307 316 325 334

1214
607
0 |

GGAGGTTGTTACTTTG GTGAGC GCACTGAGG AC CGGATCEGGGTTATGCTATGGACACTTGGCCTTACAGTTTG G G GTTTCTC GTATTGCTCGTTTGIGCGEGGECCGE GGGE

343 352 361 370 379 388 397 406 415 424 433 442 45

1214 lewding — 4 Notl

Sl sl ) EETTeEl TTEATT TEGAGTECETE EGA'TE GATE aT T TAC GGTTTTGCATAG TCEGT : GTT G T'TAGTGATT TE'TTC GTTTACT 185 i
1 460 469 478 487 496 505 514 523 532 541 550 559
1214 ovs 1
moq
Eé%é éi/? A AM A Y 22,%/5 el AN
T T&-GAT GATCT T Pe g sAT TE TTTECTPETET TET TEE &6 6T 'Y TARE TG a TG TPTC T GAT PTATTETTTT ETAT ETTT BC T b
568 Lo 586 595 604 613 622 631 640 649 658 667
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Applied

Bi osystems 06202_14464_A6L7_ADH-Forward_C05_08_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_ABL7_ADH-Forward Dec 27,2016 11:38AM, JST
S/N G:257 A:321 T:347 C:253 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1652 to 13165 Pk1 Loc:1629 Spacing:11.9 Pts/Panel1350
KB1.4.1.8 Cap:8 Version 6.0 HiSQV Bases: 864 Plate Name: 20161227_dnabank
TTTGTACGTCCTTGGG AGTCCGAAAT GTA! TCGGEETATGE TTAGTAGLGGEAGCGT FCATTATGGT AT AT AL GAT AAAGTAITGGG C GCG
676 685 694 703 712 721 730 739 748 757 766

1214

y %8@3@%8@588%@8@8@8@&%?

TGGGATAC CCGCATCGTCTAT TT GTATTTT 2 TTTETATTET TR G T £ TEAT ITEETCA T & TITIT A C
784 793 802 811 820 829 838 847 856
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0
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Applied

W.Om<mﬂm_._._m 06202_14464_A6L7_fl1ori_R3_D05_11_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_A6L7_f1ori_R3 Dec 27,2016 11:38AM, JST
S/N G:276 A:365 T:305 C:303 primer name .@ . flori_R3 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp ' , Pts 1653 to 12963 Pk1 Loc:1630 Spacing:11.74 Pts/Panel1350
5'- TTAATGCGCCGCTACAGGGC -3
KB 1418 Cap:11 Version 6.0 HiSQV Bases: 837 Plate Name: 20161227_dnabank
GEC ATG C GC TG AG "AIGCG G 1 TAL GG CBCAG ATGCG TAAG G AG TAC CGCATCAG GCGECCATTCGCEATTCAGGCTGCGCAACTG T TG GGAABGGE G
10 37 i6 55 64 73 82 91 100
TC G GTGEGEECCTCTTCGC TATIACGE CAGCTEGCG GGGGG A TGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGG TTTTCCCAG TCACGACGTTGTAAARCG ACGG
109 118 127 136 145 154 163 172 181 190 199 208 217
1098
549
0o | \ .
CCAGTGAATTC GAGCTC|GGGAGCGCTACC GTG AATGGGC TCAACC CAATGAACCT TTTCTTCTGATTTTICCIACCACACCG GAAAGGGAGGCAG GEecct
226 244 253 262 271 280 289 298 307 316 325

cwll @poa \ead- %’

1098
549 . 52

CTACCAGG TG .OOO%O .amgm TCAEC LACAAGTTGTCAGTC C CACCGTT CGTGTACGAGGGCTCT TGACCA!? GCATGGCTGCGGAGTC?
334 343 352 361 370 379 388 397 406 415 424 433 442
1098
549
| | i i
TGAGCTEETTTTTT GGT GGTGAGGATAT TCCTCCTT? 3 ATCT TAGCTACAGTCT TGECGCC GACG AG “GTTGCC CATTAGCTTTGTCGAGTAATGT ¢
451 460 469 478 487 496 505 514 523 532 541 550

2\ %%i?gé;%%é% e ol

CGGGAGCAGGAGGGTTGG GTTTCAGCT GCGGCCGLCGGGCLCLCIGAGTCT CTECTT CCACTCGGEGACATAGTGACTTIATECT GACACTCATT G

559 568 577 586 595 ep4 613 622 631 640 649 658
' T
1098 lewl - % Not ars 1
549 \ \

|3 006000000000 0000000000000 e 100
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Applied

Bi osystems 06202_14464_A6L7_f1ori_R3_D05_11_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_A6L7_flori_R3 Dec 27,2016 11:38AM, JST
S/N G;276 A:365 T:305 C:303 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:.04PM, JST
KB.bcp Pts 1653 to 12963 Pk1 Loc:1630 Spacing:11.74 Pts/Panel1350
KB14.18 Cap:11 Version 6.0 HiSQV Bases: 837 Plate Name: 20161227_dnabank
_ [(ATATATATAGGCATITTGTTTAGTT GET ACTT CTAATTAG TAT g6 CiGAATTTTAT TEA GGRAGTT G TG TGGE TAGCACATGTCG |
667 676 685 694 703 712 721 730 739 748 757
1098
. UNVEoOO%n
0 8888% q@%%ﬂ%@ g
TT G TG T TP D A DT G T AT 2T PAGGCCTTTCTAG fa CETATACTCAT CATATGEAGC A2 GG AT Ad
766 775 784 793 802 811 820 829 " 838
1098 _
549 ﬂ
0 X0 RO X
T T c TTTVG: & TLE TV G °F e TR TTTTATT G g TET €
856 865 874 883 892 901
1098
549
0 R DO RN X o
TC AG TA CAAA G A?Z G e 2B
46 955 964
10098
549
0 MMWN&M\\/\V%
T GG GG T TT Gi BT
1018 1027
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0 TSl e
3 g
1098
549
0
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Applied

w_0u<mﬁm=._m 06202_14464_A6L7_Reverse2_E05_14_ABI24 - Inst Model/Name 3500/3500 Instrument
06202_14464_ABL7_Reverse2 Dec 27,2016 11:38AM, JST
S/IN G:239 A:475 T:429 C:375 primer name m : Reverse2 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp i ' Pts 1557 to 13063 Pk1 Loc:1534 Spacing:11.72 Pts/Panel1350
- GCGGA CAATTTCACACAGG -3 :
KB 1.4.1.8 Cap:14 2 . L Version 6.0 HiSQV Bases: 949 . Plate Name: 20161227_dnabank
EG'T ARA G TIFCIG 'AGCTTG TG ATATT G AEG CT T T 7T GACATCTAAT TNATI TF & T'Te CACECAATGTTTATAACCAAGTTTIATET TGET ITTGTCTACATE
1 10 “ 19 28 37 46 55 6 82 91 100 1
. C.B%.T
1242 _
621 ., _ »
0o AOAIH (onoy e WM
GTATT TTACAT TCATCTACATACATCTTTCATT GGC TTTG TACATAG TTATCATTACAAGTCT ATT CACTE TTTTCT TATT TET CAATCL : GAT
09 118 127 136 145 154 163 172 181 190 199 208 217
1242
621
o LN} RN AL ) il
'GTGGTAATGTTGTAGGAGCATGTTTAAT T ACTATAG € TTACTTTTTAT TCCCAAGGTGTTTATCTATAATAGT TAATAT TTTAGTCGCTACAT ATTTTACC
226 235 244 253 262 271 280 289 298 . 307 316 325 3]
1242
621
0
GAGTACT TCTATACTAATTET TGCCT TCTGACAT ellcliollodu - Velle 2 et CAAGGOATCEACTTTTTCAA TAACCAACCA ] \ATTTTACAT TAGT €T
34 343 352 361 370 379 388 397 406 415 424 433 442
1242
621 :
0 _
TTTTTTAATGE TG AG GTCTTTGC TGATAT GCCTTCCAACCAGCTTC TCTATAT CTCTTGGCTTCGACAACAGGATTACGACCAGCTCCATAGACTCCACG AC CAACAATY
451 460 469 478 487 496 505 514 523 532 541 550 559
1242
0 5<
SATCATETCECTACCGLAGTT CT'TETTCAGE AGTACE ATATTEE TGICCLAGCEEGT CTCET T T T AGE CEATACCABGECACATAGT TATIGTAG ]
568 577 586 595 604 613 622 631 640 649 658 667
1242

2Vl e e s e e e s ot o
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Applied

Bi osystems 06202_14464_A6L7_Reverse2_E05_14_ABI24 Inst Model/Name 3500/3500 Instrument
06202_14464_A6L7_Reverse2 Dec 27,2016 11:38AM, JST
SIN G:239 A:475 T:429 C:375 KB_3500_POP7_BDTv3.mob Dec 27,2016 12:04PM, JST
KB.bcp Pts 1557 to 13063 Pk1 Loc:1534 Spacing:11.72 Pts/Panel1350
KB 1418 Cap:14 Version 6.0 HiSQV Bases: 949 Plate Name: 20161227_dnabank
PCGCTTTGAAG GTTAGG TCG ACGALC CAGCTAT GC ¢ GE T GIGTATGE ETT 6TC CEGATTCTAASGTTT TCTCTCTETAGGAACCAGTAGEE
676 685 694 703 712 Kl 730 739 748 757 166 7
1242
- %g géé 55@%%8@?@83\*988&8%
0 %&R{Joo? L0000
GAGGCE ITTGGEAAG i o8 Wiche LG 168 ¢ & T CT T ETT TE AL BE B W TG AT T 20 € CTECGCE TG GC ACTG
75 784 793 802 811 820 829 838 847 856 865 g
1242
621
TATEGE THT G T @ATA NG AGLIGE G GCAA TTTT GTACACACCAG ATGCATATT GTAGC TT G AC GGT AT TT CCC TETE TEEB
174 883 892 901 910 919 928 937 946 ! 955 96

[
1242 |
621 _
0 %@%M%@@Oﬁy@@
PTT 6 € G ATECEE T CcC G T & & “T%7 TT'T g T G (SR c LG R TR BT (e y i CCC GC
4 973 982 991 1000 1009 1018
Tepedi )
621
0 VV\NU%OOM?

T g TITE 6 cc CEe TTC < T T TLC iy T €
1045
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