-P. RIKEN DNA BANK

bz

Gene Engineering Division
RIKEN BioResource Center

clone name : pHFG41

@ Clone ID RDB _ 06584
® Lot 14473 _ A6L7

@ DNA Concentration

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

@® Volume

® Form :
@ Host .
@ Culture :
@ Antibiotics :
@ Purification -

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

0.5

01

Erectrophoresis : 100

Restriction enzyme

+
3
[&]
c
3

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 nmtl1Fw Sequence - E -
Sequence - B nmtiter R Sequence — F =
Sequence — C flori_R3 Sequence — G =
Sequence — D LEU2pro F Sequence — H -

APPROVED BY :

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



» Applied 06584_14473_ABL7_nmt1Fw_C05_03_ABIO8 Inst Model/Name 3500/3500 Instrument

o) o
Bi m<m.nm-.=m 06584 _14473_A6L7_nmt1Fw Jan 06,2017 11:41PM, JST
S/N G:64 A:145 T:150 C:108 primer name > : nmt1Fw KB_3500_POP7_BDTv3.mob Jan 07,2017 12:07AM, JST
KB.bcp 5 GCTGTAAAACACCACGAGAC -3' Pts A.Qw to Amm.mm Pk1 Loc:1590 Spacing:12.02 E@ﬁm:m:mm.o
KB 1418 Cap3 Version 6.0 HiSQV Bases: 958 Plate Name: 20170106_mix
7 iRl T TZAT T EAF G AACGTAACTCT CG GC TACTG G iITG GTTCAGTOACCCRAACGATTACT GGE G AGAGARAACAG GG CAAAAGCAAAGC TT G GAATCC
il 10 28 37 46 55 91 100 109
1072 rwd T
0
GATTGTCATTCG GC TGTGCAGCG .CC GG AT TGG ACE TEGTT i A"GAGGAATCC TGGCATATCATC T
118 127 136 145 154 163 181 190 199 208 217
1072
0 | A |
G T T ATTTE TETEAT TC TCACT TITETGAE TTATAGTCGC TTTGTT?Z BCTAGCGTCGACAGGCCTGG aﬂﬁﬁﬂﬁmv.u TCACCACCATCATC q_ﬂo
226 235 244 253 262 ¥ 271 280 —nge 298 UL @Awomﬁ 316 \Nmm 334
a
5?&? hel bam Hx
1072 omotee  —> N Sall [xtlis
536
0
GGAT GAT GACGATF# .‘.unno‘ﬂmmmq_. AGGAGAAGAACTTT TCAC TGGAGT TGTCCCAATTCTTETTGAATTAGATGGTGATGTT TG GGCACAY? TTTTCTGTCAG TGGAG?
343 P 361 370 379 388 397 406 415 424 433 442
A g,

> |l W

GGGTG GGTGATGCAACATACGG CTET AR CETT ! TTTATTTGEGCAC TACTGG CTACCTGEGTTCEGETEGEC CAAERECT TG TCAC TAEGTTTET GT TAT GGTGT TCAA)
451 460 469 478 487 496 505 514 523 532 541 550 559
1072
< o
o WYYy \) Wi
IGCTTTTCAAG ATACCCA GAT'CGACATG CAGCATGACTTTTTC GAGTGCCATGCCLCGAAGGCTATGTACAGGG G CTATATTTITC GATGACGG G CT
568 577 586 @amww 604 613 622 631 640 649 658 667
1072

25 ool e o el e R
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= Applied
%W,ﬁw w_wwﬁﬁmam

S/N G:64 A:145T:150 C:108

06584_14473_ABL7_nmt1Fw_C05_03_ABIO8

Inst Model/Name 3500/3500 Instrument
Jan 06,2017 11:41PM, JST
Jan 07,2017 12:07AM, JST

06584_14473_ABL7_nmt1Fw
KB_3500_POP7_BDTv3.mob

KB.bcp Pts 1613 to 13328 Pk1 Loc:1590 Spacing:12.02 Pts/Panel1350
KB 14.1.8 Cap:3 Version 6.0 HiSQV Bases: 958 Plate Name: 20170106_mix
CAAGACACETEOTGAAGTCAAGTTTE AAGE TG ATAC CET TG TTAATAGAATE GAGTT? GETATTGATTT TAA ACGEAGATGCAT] CAT T'C T'TiG'G ACACE o e
676 685 694 703 712 721 730 739 748 757 766 775
1072
536 .
o e nonad 0N o 00l 1000 900600 NVAD 00 G e s 0 04 0 4
TAACTCACACBATGC TATACATCATGOCRAEAL g TGG g GTTAACTEUAAAAT TAGALCAC CATTG GAT GG
784 793 802 811 820 829 838 847 856 865 874
1072
536

. %%%&?%59%?@?@%%

GE&T P iC i CTAG CGAG O.Hnnn TTGGCG TE & SC C T TG T TV
883 892 901 910 “ 919 928 937 946 955 964
1072 _
_
536
e N o, S
0 2000 XX OO e K OO SAV.0,L LA S D RO IR D I O XK Do O AR . et
TE Do TTTIC S AAA G TCE G ARAC G A G G G ACC c TEeE TCEE TTTC TT G AG TTT G T C GCC TG CC
973 982 1 1018 1027 1036
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Applied 06584_14473_A6L7_nmtiter R_G08_20_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y 06584_14473_ABL7_nmtiter_R Dec 27,2016 01:41PM, JST
SIN G:234 A:332 T:351 C:292 primer name [ : nmtiter R KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp 5 N Pts 1510 to 13346 Pk1 Loc:1487 Spacing:11.86 Pts/Panel1350
- AACTA -3 ) .
KB 1.4.1.8 Cap:20 CATCTAACACGAAGG -3 Version 6.0 HiSQV Bases: 920 Plate Name: 20161227 _dnabank
G1C G TAG TTAC TGATE T GEGT TTTGG GTTCATAT TTTT:GG GCCACGE TGS T TTAT PTCTTAACTACACCAC TEGEGTATCECG CACE GG TC TACG TT TC
1 28 37 46 55 64 73 82 91 100
1122
0
PACBEATTTCGAGC TAATATTEAS TAAAGTG ATTAGE AAGTACTCETTETEGE AG ATE TTTTCTAT TATCTCATCT CCACTT ARGCG
109 118 3T 136 145 154 163 172 181 190 199 208 217
1122
561
0 | | A
o TCGTAATAT GCAGC TTEAATEG GCTTCCATAGTTTGAAAG GCCTAGCAGTACTG CCAAGEEAGACAT T LTI TTARC CT TAG|TT mHHfmn;m.‘mrmmm.
226 235 244 253 262 271 280 289 298 30 316
it L step = N
bl e nlor
561
0 A | ..
Ormmmlﬁqnm GATCTEC HO TATCITTTGTATAGTTCATCCATGCCATGTGT TCCLAGCAGC T ETTAC CAG G CEACC ATC TGGTCTCETETT ITTCGTTGGEGATETT'TC
I e L T3 361 370 379 388 397 406 415 424 433 442

\"
HHNNQEH %TQH @&Sﬁ (7912

Gty
7 A AR A ?%g | |

G GGGCAGATTGTGTGGACAGGTAATGGT TGTCTGGT AGGACAGGGCCATCGCC TTGGAGTATTT TGTTGATAAT GGTC TGCTAGTTGAACGETTCCATCTTC
451 460 469 478 487 496 505 514 523 532 541 550
1122
. </>2s ?ﬁ?{%ﬁ%%ﬁ §
0 -
TGTTGTGTCT TITTG BT 1 CTTTGATTCCATTCTT TTGTTTGRETGCECATGEATGET AT TTE TGTGAGTTAT TATTCE TTT T GTEC TGTTTH
559 568 577 586 595 604 613 622 631 640 649 658 6€

1122

2 %gggggf%%%% Pl ey
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Applied

wm0m<wnm=..m 06584_14473_ABL7_nmtiter_R_G08_20_ABI24 Inst Model/Name 3500/3500 Instrument
06584 _14473_ABL7_nmtiter_R Dec 27,2016 01:41PM, JST
S/N G:234 A:332 T:351 C:292 KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp Pts 1510 to 13346 Pk1 Loc:1487 Spacing:11.86 Pts/Panel1350
KB 1.4.1.8 Cap:20 Version 6.0 HiSQV Bases: 920 Plate Name: 20161227_dnabank
SEATE TT T T AATCAATACC TTT TAACTCGATTCTATTAACAAGG GTATCACCETTC CTTEACTTCAGCACG TG TCT TETAG TTCCEGTCATETITTEG
1 676 685 694 703 18 721 730 739 748 757 766
1122
561
o 0 $oa0 )8 000D 00000 ee000a00000 o0 X 000000 X
TATAGTT CTTTCC TG TACATAGCC TTCEGGCATGGCAC TCTTS LG TC ATEGCTE T TTCATGT G ATE TG GETATE TT 6 6 GA BTG CACCATAAC
775 784 793 802 811 820 829 838 847 856 865 87¢
1122
561
0
G GTAGT GAC APAG TG ITGEG CCAC GG AAC ETAC TTTYTCERAGTAG TGS iy A TITT B T & TTIT T Eerie T
! 883 892 901 910 919 928 937 946 964
1122
561
T GA GEC DC TEEAT TGEACA G A TTT G TR © ¢ T C AT C i i 15 ols) & Al T GG G ol
973 982 991 1000 1009 1018 . 1027
112872
561
0
1122
561
0
1122
561
0
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Applied

Biosystems 06584_14473_ABL7_flori_R3_A09_03_ABI24 Inst Model/Name 3500/3500 Instrument
06584_14473_A6L7_f1ori_R3 Dec 27,2016 01:41PM, JST
S/N G:22 A:25 T:30 C:24 primer name flori_R3 KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp 5. TTAATGCGCCGCTACAGGGC-3' Pts 1610 to 13346 Pk1 Loc:1587 Spacing:11.72 Pts/Panel1350
KB1.4.1.8 Cap3 Version 6.0 HiSQV Bases: 988 Plate Name: 20161227_dnabank
TGCGC(T TCCITGC TITC(CGTIAIG CG G IG TG TACC G CaCAG il GG ~AG TACCGCATCAGGCGCCATTCGCCATTCAGGC TGCGC CTG TTGGG GGGCG ATt
10 19 28 16 (s 64 73 82 91 100 109
(
[
et | —
oo A VIV M MWV A A
2GGTGCGGGCCTCTTCGC TATTACGCCAGCTGGCG GGGGG ATGTGCTGC! GGCGATTAAGTTGGGT CGCCAGGGTTTTCCCAGTCACGACGTIGT CGACGGLC)
118 127 136 145 154 163 172 181 190 199 208 217 226
1318
659 »
| 0
CAGTG TTC CRACE T TECAR T TG AT-T TCGEAGTCCTCCATCAGATGATTTAC GGTTTTGCATAG TECCCE GTAAGAG GTT GTTAGTGAT TTCTTCAAGTTTAC T?
235 244 253 262 271 280 289 307 316 325 334 3
> ol " ?%%%%g?
0 — — » AN
TTTACATACAAAT GGATGATCTCTTCTCCATTEGTTTCCTTTCETTCTTGC CEEETITT CAGATEACATGETA T TTUTENT TAT TTT T TCIAT AGT TR TET
43 352 361 370 379 388 397 406 415 424 433 442 451
1318 Minl
659 »
0 I | W |
ITTTGTACGTCET TG GGAGTECG TGT ATCGGGGTATGGTTAG TAGCGGCAGCGT TCATTATGGTATAT GAT ’ GTAGG GGC GC GAGACAG TG GG
460 469 478 487 496 505 514 523 532 541 550 559 s
1318
%%%%555??5% RN \ \
GGGCATCGTCTAT TTATAGCT TTESTATTTT TG ANTT TS TP GT TTTTATTTETCATT EGT'TT TAC T.'T TG T 'GEG TTAGAG CTT
168 577 586 595 604 613 622 631 640 649 658 667 676
1318

T T e e e G e
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Applied

w_0m<m.nm3m 06584 _14473_A6L7_f1ori_R3_A09_03_ABI24 Inst Model/Name 3500/3500 Instrument
06584 _14473_A6L7_flori_R3 Dec 27,2016 01:41PM, JST
S/N G:22 A:25 T:30 C:24 KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp Pts 1610 to 13346 Pk1 Loc:1587 Spacing:11.72 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 988 Plate Name: 20161227 _dnabank
CAAC G TETC \ATAAGETCAGE TATACAAT TTTRGE & GCGATCAGCAACTTAT TCTECGT TCTAGAT TETTT TTCTTCAT TTCC ARCAATS T4
685 694 703 712 721 730 739 748 757 766 775 78

1318
. é Jig% xﬁgg@g/g&gﬁg e

5%1
DL & AT TE ART T TE TE T TG C T T j CACAGGTTTTGAT T ET A EIETT T GHATG]
4 793 802 811 820 829 838 847 856 865 874 883
1318
659
55%@%%@%%%%%8@8% el
TTTAACCCTTTTTAT AAAG GC TCATGGCCG TTAA? LT T CCT BT DT DT A TG6TC TG i
892 9ol 910 919 928 937 946 955 : 973 98
(
1318
659

o XX

D€ i 0 €S N,

G CGaaAT I TT i T T T TP T GEle © T CETEE TG TTTT GGTACCT TTT & T T'T ‘GG i3 T G ELE T T TG € (6 T FT
2 991 1000 1009 1018 1027 1036 . 1045 1054 1063
1318
659
0 el IR X00o D 0% .Wr A bo»,ﬁ.r OB ISR ML IQogrdnxad >
TT & TG G TG € : il gl T T G G T i1 C TIT GG g c TG G cCCG cC T ETTE T e
1072 1081 1090 1099 1108 1.1
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Applied

W_Om<mﬂm_.:m 06584 _14473_ABL7_LEU2pro_F_H08_23_ABI24 Inst Model/Name 3500/3500 Instrument
06584_14473_A6L7_LEU2pro_F Dec 27,2016 01:41PM, JST
S/IN G:121 A:170 T:184 C:132 primer name .@ . LEUZ2pro_F KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp . Pts 1523 to 13173 Pk1 Loc:1500 Spacing:11.78 Pts/Panel1350
5'-AAGCGTTC AAA el
KB1.4.1.8 Cap:23 ATEAET TCCTTGO-3 Version 6.0 HiSQV Bases: 965 Plate Name: 20161227_dnabank
G TTG AG T TAT TATTTIAG GERCCTAT TET TTTTTCCAATAGGTGGTTAGCAATCG TC T TACT TTCTAACT TT TET TACCT TTTACAT T TCAGCAATATAT
19 28 37 46 55 64 78 82 91 100
TATATATT TCAARGG ATATACCATTCTAATGTCTGCCCCTAAGAAGATCGTCGT TTTGCCA GG TGACCACG TTGGTCAAG TCACAGCCEAAGOCATTARGGETTCTT
109 118 127 136 145 154 163 172 181 190 199 208 219
1318
659
0 A \ VYV
GCTATTTCT GATGTTC GTTCCAATGTCAAGTTCGATTTCGAAAATCATT TAATTGGT GGTGCTGCTATCG ATGCTACAGGTG TTCCACT TCCAGATGAGGCGCTGGAAGCCT
226 235 244 253 262 271 280 289 298 307 316 325
il
1318 Clal
659
0 A |
CCAAGAAGGCTGATGCCGTTTIGTTAGGTGCTGT GGG TGGTCCT TEGEETACC GG TAGTGT TAGACE TGAACAAG GT TTACT TEC/GT GAACTTCAATTGTACG
334 343 352 361 370 379 388 397 406 415 424 433 442
TF1E K@_L.
659
0 VYVV U
CCAACTTAAGACCATGTAACTTTGCATCCGACTCTCTTTTAGACT TATCTCCAATCAAGCCACAATTTGCT GGTACTGACT TCGTTGTT GTCAGAGAATTAGTG GGAGGT
451 460 459 478 487 496 505 514 523 532 541 550
1318
659
: égés PV W)
TTTACTTTGE GT GACGAT GG TGATGGTGTCGCTTGG GATAG TG ¥ TAGCACCGETTCCABARGT GG GAATCACAAGAAT GGCCGETT TEATRGE
559 568 577 586 595 604 613 622 631 640 649 658 667
1318
> oy e o
v
O e AN AN e e M
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Applied

wm0m<m.nm=._m 06584_14473_A6L7_LEUZ2pro_F_H08_23_ABI24 Inst Model/Name 3500/3500 Instrument
06584_14473_A6L7_LEU2pro_F Dec 27,2016 01:41PM, JST
S/IN G:121 A:170 T:184 C:132 KB_3500_POP7_BDTv3.mob Dec 27,2016 02:08PM, JST
KB.bcp Pts 1523 to 13173 Pk1 Loc:1500 Spacing:11.78 Pts/Panel1350
KB1.4.1.8 Cap:23 Version 6.0 HiSQV Bases: 965 Plate Name: 20161227_dnabank
CCTACAACATGABC CACCATTEC CTATTIGETCET TGG AT GCTAATGTTTIGGCCTCTTCARAGATTATGGAG CTGTGGAGGAAAC CATCARGAACGA AT
676 685 694 703 712 721 730 739 748 757 766 71
1318 EcoklL
659
0 §§§§§§§§§§
TCCCTACATTGAAGGTTCAACATCAATTGATTGATTCTGCCGCCATGATCCTAG TTAAGAACCCAACCCACCE T, TGE TATTATAA TCACCAGCAACATGET
7 784 793 802 811 820 829 838 847 856 865 874
1318
659

3
-
]
@
~
fn)
o'
=
«
-

T CEGE ATG AA GGG T &'cE T ATE EC GETT @€ T TG GG TTT & TT'G L Tore o 61T BC TITGEE ¢ TWe T.IT
ggdl 892 901 910 918 928 957 955 964

(
1318 i
659 m
0 o e O s T - . SRt ; d
CC. G CATTTEEE TTT & T G & CC T G € C C GG T T GE T CC G TTTHE CE GG ! T G VCIE CC ¢ T T C G E T
973 982 991 1000 1009 1018 1027 1036
1318
659
0 P S < © i~ S SO e S = e S =T —— e G g i T ———————— — T ——— —
T € T G TC TG C TG C T G T .G T G T G T 2 7 ™ & : C T G & T G G G T
1045 1054 1063 1072 1081 1090
1318
659
0 e e S = e —_— NS =
G G e €& T &
1099
1318
659
0 ——— — ey
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