Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

RIK=H
BRC

clone name : pGFHB81

@ Clone ID

@® Lot

RDB _ 06591

14477 _ A6L7

@® DNA Concentration

@ Volume
@® Form
@ Host

@ Culture

@ Antibiotics

@ Purification

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 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)
100
8.0
40
30

15
12

1.0

0.1

Erectrophoresis : 100

4
3
Q
c
3

Restriction enzyme

06591

Sall
EcoRlI

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

Expected size of fragment

Sall 9.6 kbp
EcoRI 43, 41,12 kbp
kbp

kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A

nmt1Fw

Sequence — E

Sequence — B

nmtiter_ R

Sequence - F

Sequence — G

flori_R3

Sequence — G

Sequence - D

LEU2pro_F

Sequence — H

APPROVED BY :

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




Applied

L7 nmt1Fw_G11_20_ABI24 Inst Model/Name 3500/3500 Instrument

BioSvster 06591_14477_ABL7_| _G11_20_,

y 2 06591_14477_A6L7_nmt1Fw Dec 27,2016 03:45PM, JST

SIN G:159 A:238 T:199 C:168 primername A :  nmt1Fw KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST

KB.bcp ' Pts 1497 to 13101 Pk1 Loc:1474 Spacing:11.79 Pts/Panel1350

5-G AAAA Y

KB1418 Cap=20 CTGTAAAACACCACGAGAC -3'  y/ersion6.0  HiISQV Bases: 975 Plate Name: 20161227 _dnabank

TG TTT AT T:AATER G0 A AC GTAACLTCT CGGC IADTGE G ATGGT TCAGTCACCCAACGATTACTG 666 AGAR CAG GG C [ G oy GG AAT CC
1 10 19! 28 37 46 55 64 iz 82 91 100

|

Hmd T

1272 I
6 W OO0 N | n _ ) %%z%éf@

GATTGTCATTCGGC TGTGCAGCG ACT CCGGATAATGGACCTGTT TCG CATTG GATGG GAGG TCCTGGCATATCATCAAT TG ? AGTTG
109 118 127 136 145 154 163 172 181 190 189 208 217

1272
636

0 A , A . . |\

TTE TATTTC TCTCATTCTCACTTTCTGACTTATAGTCGCTTTGTI GCTAGCGTCGACAGGCCTGG ATCCGGATATCHT GTAAAGGAG G CTTT TCACTGGA

|

226 235 244 253 262 27 —8— 289 298 307 316 325
awmt Lt Nkel GalT BamHL geopv|5@t (QEFP

1272 Q vomaoter

L E.E,=======.=:::::::r:E:EE:::.: EE;E.?E:::EFFFE::;;

GTT ETC CE PP T TS TG 4 il TGGTGATGT % TGGGCAC TTTTC TGTCAGTG GAGAGGGTG GGTG T GC TACG G ECTTACCCTT T TTAT T TG
334 343 352 361 370 379 388 397 406 415 424 433 442
1272
636
0 {\ _ | —
SACTACTGG ETACZE TG TTECGT GECC CACTTGTCACTACTTTCET GTTATE GTET TC i @l i i) ot 8 GATACCCAGATCACATG CAGCATGACTTT TTC G
451 460 469 478 487 496 505 Bl 523 532 541 550 5

1272 ®/

J é@?éé%?&%%@gégééig%%gé

GTGC CATGCC CGAAGGCTATGTACAGSG CTATATTTTI GATGACGGG GACACGTGCTG Gm TG CGETGEGATACCCT TGTT T
59 568 577 586 595 604 613 622 631 640 649 658 667

1272

%é?i??@%ig%g e M e A e M
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Applied

Bi osystems 06591_14477_A6L7_nmt1Fw_G11_20_ABI24 Inst Model/Name 3500/3500 Instrument
06591_14477_ABL7_nmt1Fw Dec 27,2016 03:45PM, JST
S/N G:159 A:238 T:199 C:168 KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp Pts 1497 to 13101 Pk1 Loc:1474 Spacing:11.79 Pts/Panel1350
KB1.4.1.8 Cap:20 Version 6.0 HiSQV Bases: 975 Plate Name: 20161227_dnabank
TE BGAGTT GGTATTGATTTTAAAGAAGATGS ea T LCT TG EAcAC TTEGAAT ACA AC TATAAC TCACACAATE TATACATCATGEGEEAGAL & (
676 685 694 703 712 721 730 739 748 757 766 775
1272
R WS VS NGRSO IS Ve
0 gﬁ%&o&&%ﬁgi
P NG TTAACTTCA?Z T AG A 2 j GEGT T T G ACCATT o TAE TC € T TG G CGA TGS C el
784 793 802 811 820 829 838 847 856 865 874
1272
636
0 %?\%%gbﬂg%%%%
TG TCCTT TTACCAG AL GCATPACE LC TEEACAC TCTMGHCETIRESR GATCCCAARCGAAAAGAGAGACC ACATGEE TCC TTC TITG
883 892 901 910 919 928 937 946 955 __ 964 9
|
1272 |
636 I
0 PO el e 0l .
T T CAG CITECTGEG ATTACE AICATEEE € AT GG TG A b & 8 T CCG & TAC i &8 ABSB g A TE c e
73 982 991 1000 1009 1018 1027 1036 161
1272
636
0 .’,.‘l.O.a.n..‘bﬂ..rw..ﬂbﬂ..r.}»"\Nﬁll'...!\&o\i.’l.f.l\u." i’“ i D - S o= T S e S
T c B B TG o e TG G T g TCE G G e ¢ GG cc G fe 6 B OB g i ol GGG
1054 1063 1072 08 1090 1099
1272
636
0 = e e e e e — e e
G C T &
_ 1108
1272
636
Lo s
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Applied

w_0m<mam=..u 06591_14477_A6L7_nmtiter_R_H11_23_ABI24 Inst Model/Name 3500/3500 Instrument
06591_14477_ABL7_nmtiter_R Dec 27,2016 03:45PM, JST

S/NG:12 A:18 T:19 C:14 primer name @ : nmtiter_R KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp , _a Pts 1504 to 13158 Pk1 Loc:1481 Spacing:11.75 Pts/Panel1350
KB1.4.18 Cap:23 5'- AACTACATCTAACACGAAGG -3 Version 6.0 HiSQV Bases: 962 Plate Name: 20161227 _dnabank
GRIT 'IC T ¢ Tfn TE 1At CETTTITE BETEATAT TP D TIG/6GCCACE TG G'TTIAT TTC/TTAAC TACACCAC TCGGTATCEC G CAGCEE TETACG T TT

i 19 28 37 46 55 64 73 82 91 100 10¢

1094
547
0 ‘ f AL . :
\ CTACGATTTCGAGCT TATTGAGT AGTGATTAGC : T GTACTCGTTGTCGGARGATC GAATTYT TTC TATTATCTCATCE I ECAC TTTC T “GC G
) 118 127 136 145 154 163 172 181 190 199 208 217
1094
- » » — » — » —
0 / L\ A0
B F TC GT TATGCAGCTTG TGGGCTTCCATAGTTT G G CCCTAGCAGTAC TGO GCAAGG GAGACATTCCT TTTAICCCT TAGTTAGTTAGLG GCCGC(
226 235 244 253 262 271 280 289 298 307 316 325 3
nmtl fenineor lo._‘ f
1094

o | AL

CGGGCTCGAGATEICAlGTG GTG AT GG TGGTGATGT TTGTCATCGTCE TCCT TGTAGT CE G TTCATCCATGCCATGTGTAATCCCA GCAGCTGTTAC c
4 —4 352 361 X0 379 388 415 424 433 442
Gwmal

oL BT b ¥ K6 tLAq

1094 Hmﬁu
5477 :
0 A | /\ 3 — VY Y
TCAAG! GERALCATET G TECTOTCT T TICGTTE GEBATCT T'TC G GG GCAGATTGTGTGGACAGGT TGGTTGTCTGGT : "GGACAGGGCCATCGCC TTGGAGTAT'
451 460 469 478 487 496 505 514 523 532 541 550 559
1094
. éig%&fé%éé?%%@g %?5%
0 Q/DDP
PTTGT TGAT .Hmoenqmnﬁ GTTG GETTCCATETTE TETTSTETET i i s T ol GTT oT PP e AT TG C AT PE T T TTG TT TGT ETGECATGATGEGTAT TTG?T
568 574 586 595 604 613 622 631 640 649 658 667
1094

T T L T L e A ereetcie
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Applied

W_Om<m~m3m 06591_14477_A6L7_nmtiter_ R_H11_23_ABIl24 Inst Model/Name 3500/3500 Instrument
06591_14477_A6L7_nmtiter_R Dec 27,2016 03:45PM, JST

S/IN G:12 A:18 T:19 C:14 KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp Pts 1504 to 13158 Pk1 Loc:1481 Spacing:11.75 Pts/Panel1350
KB 1.4.1.8 Cap:23 Version 6.0 HiSQV Bases: 962 Plate Name: 20161227_dnabank
GTGAGTTATAGTTGTATTCC? T TTGE TGTCC G T E&TTTCCATE TTETT I ATE T ACE TTT T CETECGATTE TATI c GGGTATC GETT G FTH

676 685

694 703

712 721

730 739 748 753 766

1094
547
0 J ) X Y )
T ACTT € AGC ARGT'GTC TTE TAGTTCES B TCATC T T TGA FTATAG TTCTTTCCTGTACATA GECTTICGE GCAT GECATTE TTE 1 G e a7 En
784 793 802 811 829 838 847 856 865
1094
547
TCATETEATCET 66T ATDE TT G GiC AT'T 6 A2 CACCE AT AA CAG G TEG T GAE AA G TG TIGES CCALQGS 2 GGT AGG TITT CCA ST AGITE
883 892 901 910 919 928 937 946 964 973
1094
547
0 Ao S, o - y x
C T TETT AA T GEET AARGE TTT T CCCE'TT ATE TITG-UA T8 ARGE IOTC coe px€ T GC AC TCEA GA B TTTGTG TGC C C G P
982 991 1000 1009 1018 1027 1036 1045 1054 1063
1094
547
0 =Cay] ZVASY O et e SR ot SO AL e N RO N R AR et O OV N T D i e
65 Tg e i oJ TET €6 66 I8 G : F G GG G ACC ¢ T Bt i€ & 16¢ <] B TTEgE E TE B L TOIE
1072 1081 1090 1099 1108 1117 1126
1094
547
0 e e e o AN R B Py i Y AV e T N e ot Y ey DO, PV
T T T T ACE TGE T "G
1135 1144
1094
547
0 == NP PRI D it T
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Applied

Bi osystems 06591_14477_A6L7_flori_R3_B12_06_ABI24 Inst Model/Name 3500/3500 Instrument
06591_14477_A8L7_f1ori_R3 Dec 27,2016 03:45PM, JST
S/N G:63 A:79 T:84 C:69 primer name D . flori_R3 KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp ! Pts 1564 to 13403 Pk1 Loc:1541 Spacing:11.87 Pts/Panel1350
f CGCTACAGGGC-3
KB 14.1.8 Cap®b 5'- TTAATGCGC Version 6.0 HiSQV Bases: 752 Plate Name: 20161227 _dnabank
GCIATTEG GCEC 1166 AG 1ATGCG G T TACC G CACAG ATG CG TAAG G 2G TACCGCATCAGGCGCCAT TCGCCATTCAGGCTGCGCAAC TG T TG GGAAGG GCG AT Y
1 10 19 28 37 48 55 64 73 100 109
1284
642
0
GGTGCGGGECTE TTCGCTATTACGCCAGC TG GCGAAAGGGGGATGTGC TGCAAGGCG ATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTT CGACGGC
118 127 136 145 154 163 172 181 190 199 208 217 ]
1284
642
0 l ! \
CAGTGARTTCCAACCT TCCAATTICATT T CEAGTCCTCCATCAGATGAT TTACAAGGE TTTT GCATAG AATCCC TAAGTAAGAGAAGTTGTTAGT GATTTCT T'CAAGTT TAC 1
226 23 244 253 262 271 280 289 298 307 316 325 334
1284 asl
W o )
TTTACATAL TEGAGATCIC TTC TECCATTETT TECC T TE€T TCTTGE CGCGTTTTAL G AGATGACATGC TATTTTCTGATTATTT TTTTCTATAGTTTTCET
343 352 361 370 379 388 397 406 415 424 433 442 451

1284 Mial

o (AW AAWIVYIY Yo P VA Y Y W W ey

T
TTTT GTACET GETTE 66 AGTE BG TGT TCGGGGEGTATGGT TAGTAGCGGCAGCGTTCATTATGGTATAT? 3 GAT G1T m@mmmﬂ.mﬁnm GAC -G
460 469 478 487 496 505 514 523 532 541 | 550 558
|
1284 |
e é%%é%@ ) [y _
g
0 ‘ ) e N A AN 3N WX o »‘.?.B..rtlol..lln -
GGATACAAG GGC ATCG TCTAT TATAGCT T AT TTT T TMGETA T'TTT9 TET T TT EA ETTOTCAT DEGTTTTAETT G€ TTAG G’
568 5 586 595 604 613 622 631 640 49 658 667 B
1284
642
L0 —=mmom ot e O o O D00 s 00, e e T st = o T S == 4 Sl = o 8 SV~ AN g eV X >arescna Do
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Applied

w_0w<m._“m3m 06591 _14477_ABL7_LEUZ2pro_F_A12_03_ABI24 Inst Model/Name 3500/3500 Instrument
06591_14477_A6L7_LEU2pro_F Dec 27,2016 03:45PM, JST
S/N G:59 A:53 T:72 C:64 primer name P LEU2pro_F KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp Pts 1617 to 13363 Pk1 Loc:1594 Spacing:11.79 Pts/Panel1350
5'-AAGC AAA -3
KB1.4.1.8 Cap:3 CITCATEACT, TGCTTGC-3 Version 6.0 HiSQV Bases: 991 Plate Name: 20161227_dnabank
B fm oage TATTATT T!AG GACCTAT TGT TTTTTCCAATAGGTGGT TAGCAATCG TECTTACTT TCIAAC TTTTCTTACC TT TTACATT TCAG CAATATAT
1 10 19 28 37 46 55 64 73 82 91 100 1
1382 ?» LEVLZ
. %\{g
0 | WAV k
TATATATTTCAAGG ATATACCAT TCTAATGTCTGEC BCC T AGRTCGTCGTTTTGCCAGG TG ACCACG TTGG TCAAGAARPTCACAGCCG AAGCCAT TAAGGTTCTT
09 118 127 136 145 154 163 172 181 190 199 208 217
1382
0 | | |
GCTATTITCTSATGCTTCETTCCAATET CAAGTTECEAT TTCE TCATTTAATTGGTGGTGCTGCTATCGATGCTACAGGTGTTCCACTTCCAGATGAGGCGCTGGAAGCCT
226 235 244 253 262 271 280 289 298 307 316 325
T
1382 Clal
I \ |
0 | R |
COAAG ARG EE TG AT GOCEGT T TTE TIAGETCO LG TCEETEETCET TGEGETACCGE TAGTG TTAGACC TG AACAAGE T TTACT T GG GT GAACTTCAATTGTACG
334 343 352 361 370 379 388 397 406 415 424 433 442
wl
1382 o

o ) il ) _ .

84 of B 1 GAC A TET CTTTECATCCGACTCTIC TTTTASACST TATC TECC TC = CEACH TT TEE T CETACTGCGACTT EETTGETIT GTCAGAS TTAGTGGGAGG"
451 460 469 478 487 4956 505 514 523 532 541 550 55
1382
. é%%é%ﬁé%@é@%&?g%%
PATT TACT TITGGET GACGATGGE TG ATGGTGTCGEC TTGGGATAGTG T CACCGTTCCASG GT GC T TGGCCGCTTTCATGGEC
] 568 573 586 585 604 613 622 631 640 649 658 667
1382

oo A A Y D A et s eentcte e toeliremieimmentn
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Applied

Biosystems 06591_14477_A6L7_LEU2pro_F_A12_03_ABI24 Inst Model/Name 3500/3500 Instrument
06591_14477_A6L7_LEUZ2pro_F Dec 27,2016 03:45PM, JST
S/N G:59 A3 T:72 C.64 KB_3500_POP7_BDTv3.mob Dec 27,2016 04:11PM, JST
KB.bcp Pts 1617 to 13363 Pk1 Loc:1594 Spacing:11.79 Pts/Panel1350
KB14.18 Cap:3 Version 6.0 HiSQV Bases: 991 Plate Name: 20161227_dnabank
C.STAG CATEAGE CAC CATTGCE CT ATTTG GTECC TITWGEG AT AGCT TGTTTTGGCCTCTTCAAGATT ATGGAG CTGTGGLGG AACCATC G CGAAT
676 685 694 703 112 T21 730 739 748 757 766 Trs
1382 okl
691
0 gg%%%%éﬁ%féggé
.MH.OD% CATTGAAGGTTC EATE 4 TTGEATTGEATTET G CCEGCECATGATE ETAGTT G cCce Bee el S ATGGTATTAT TCACCAG C VCATG T
784 793 802 811 820 829 838 847 856 865 874
1382
691
O T R N e L O P U e e s P Y B i v Ve VN e e OSSR WO O e — s O e V=¥ — e ¥ — = B ]
TT GG T G2 _O TEAT G ITCL G TG AAGCETOCEE TTATC OCAGE TTCCOC TT GEGE TTTEITOQC CATETG GG TEE T TGEG CCCT C ﬂﬂﬂmﬁhﬂ z
883 ! 892 901 910 919 928 937 946 964 973
[
1382 (
691 :
O UDIDAWHWJ P P e S, OO e e e —— e ——
CcC B CATTIT EeGTTTEGET A C GG TG TG CCCA CGGGE TT CTGC TCCC G RA 'TTTT G CCC G T G TC g G T
982 991 1000 1009 1018 1027 1036 1063
1382
691
O e —— e —
TTET TG TC TG € ITG C TG T 0 G
1072 1081
1382
691
0 .
G G
1126
1382
691

0
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