Gene Engineering Division

Genome Network Project_Full —Length cDNA clone
RIKEN BioResource Center

RIKEN_Clone_ID : WO1A086B02 Lot#: 7566_A6DI
Vector : pENTR-TOPO Gene KCNK12
Accession ID of Origin] BC047749.1 1450 bp
cDS 1293 bp
@ Plasmid DNA purification
Date: 1b O4 29 Culture : LB (25 ug/ml Kanamycin) 5 ml —> at 37 deg C over night
Date: [ 04 2b Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: [b0Y2b

DNA concentration (0.D.): |25 ng/ul

< Size of fragment expected from this clone >
DNA 0.8 ul
Enzyme (Notl + EcoRV ) 0.5+ 0.5 ul Notl 4.0 kb
Buffer H 1 ul EcoRV 4.0 kb
dH,0 i ul Notl + EcoRV 2.5kb (Vector) 1.5 kb
Total 10 ul
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Erectrophoresis : 1% agarose gel, 1x TAE Buffer u?,
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Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul
Date : /{05’ /

@® Confirmation of the insertion sequence DNA ( (2%  ng/ul) J3.0 ul
10x TE 4s.5 ul
Date : /{05/0 dH,0 230.5 _ul
Total ?/5\ o ul
Primer A M13
Primer B T7 long @ Shipping
Primer C =

; : http://dna.brc.rike JConc. 25 ng/ 1@, Volume: 40 (@
List of Sequencing .
i nJjp/en/GNPclone
Primers
3en.html

APPROVED BY :
http://dna.brc.rikenjp/index.html




égggl;set%ms WO01A086B02_A6DI_M13(-40)_A10_01 Inst Model/Name 3500/3500 Instrument
WO01A086B02_A6DI_M13(-40) Apr 28,2016 09:58AM, JST
SIN G:69 A:37 T:37 C:59 e AT KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp Pts 1526 to 12852 Pk1 Loc:1503 Spacing:11.41 Pts/Panel1350
KB1.4.18 Capi 5 GTTTTCCCAGTCACGACGTTGTA 3° Version 6.0 HiSQV Bases: 753 Plate Name: 20160428_mix
[ TLGG C.G i A GCTICGE GE CC T TEITTTTATTTT G ACTG ATAGTGACCTG TTCGTTGCAAC TTG ATGAGC TGC T T T TRT TGCC CTTTGTALC
i 8 15 22 29 36 43 50 64 il 78 85 92 99 106

- att L1

e 2R\ A YO et el bttt

GCAGGCTCCGECGGCCGEGCCCCCTTCACCGC TAGG GAT CAGGGTAAT nGGAGCCGCCALCC "G TEETECEEHCAGECCECGGEECEEGEECEEEEs TAGEEEE EEE
113 120 /yotI_IZT 134 141 148 155 162 169 176 183 190 197 204 2. 218
1-Scel
932

Veclor  <— L5 B04T749.1(2- )
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5 AAA“AALAAALllllllllllllatltLAAAK!IAL‘A Alﬂl‘ll‘A‘lA“A‘lA‘lAlAlllllAlllllll.llllll‘llllllllllAAAAA‘ i

CECET G CGEGLEGCEECTCEIGCCTECTEC PG TGE TGCCEEEGT TCEECACSL TE CGAGGACACCGGCCGC TTCGTGCTGC TG GCGGCGCTCATCGGCCTCTACCTGGTGGC GGG
225 232 239 246 253 260 267 274 281 288 295 302 309 316 323 330

932
466 ‘
0 NN lhl“““l“hﬂ“hﬂ“hﬂhu MAMAVAAAAAA A l‘m AMAAMAMMAN WA NAAN A AN AN AN

"GCCACAGTCTTCTCGGCGCTCGAGAGCCCCGGCGAGGCGGAGGCGCGGGCGCGLCTGGGGCEGCCACGC TGEGC CTTCAGCGC TGCGCACGGCGTGGCCGAGCCAGAGE TGCGY
337 344 J5 358 365 312 379 386 393 400 407 414 421 428 435 442

932
466
0 MmMWMMWWWMWMWAWWMWW

JGCCTTCCTCCEGLACTACG AGGCCGEGC TEGGCCGE CEGGCEGTCCGCGCCOACGLCGCTGEGCCCGCGE TEGG ACTTCCCECGGCGCETTC TACTTCGEGTG GGCACCGTGGTGTC ¢
449 456 463 470 477 484 491 498 505 512 519 526 533 540 547 554

932
466

CCATAGGTTTCGGCATGACCACCCCCGCGACGGTGGGL GGG GGCCTTCET CLTEGLCE TACEGEGEGETGETTCGECTGEGC TGGEACCAT CC TGT TCTTE CET ST CE T8
561 568 215 582 589 596 603 610 617 624 631 638 645 652 659 666

932
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Applied
Biosystems WO1A086B02_A6DI_M13(-40)_A10_01 Inst Model/Name 3500/3500 Instrument

WO01A086B02_A6DI_M13(-40) Apr 28,2016 09:58AM, JST
S/N G:69 A:37 T:37 C:59 _ KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp Pts 1526 to 12852 Pk1 Loc:1503 Spacing:11.41 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 753 Plate Name: 20160428 _mix

GAGCGCATCATCTCGETGCTE GO CTTICATCAT GCGGEGE CTEE CEGGAG CEGLCCEARGIC TG CEBE CG C A CCEGLCLCTGL TGCECE ECCA CCTT ECECCGE CECEETC CELG ETCT
673 680 687 694 701 708 Gk 122 129 736 743 150 Toq 764 771 778
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TCGGAAGGCC(A CAGCCTCGCCCGEGC TG GAAACCCTC GG CLTACCACGEG
785 782 799 BO6 813 820 827
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ﬁa L 3 Bl osystems WO01A086B02_A6BDI_T7long_B01_04 Inst Model/Name 3500/3500 Instrument

W01A086B02_A6DI_T7long May 10,2016 01:52PM, JST
SING250 A:146 T:89C:139 o Bm7iong KB_3500_POP7_BDTv3.mob May 10,2016 02:18PM, JST
KB.bcp Pts 1585 to 12541 Pk1 Loc:1562 Spacing:11.02 Pts/Panel1350
KB 1.4.1.8 Cap:4 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3 version 6.0 HiSQV Bases: 931 Plate Name: 20160510_GNP
GC (G CA'G CGC AG GC ATAAT T T T TTTTG CTG TAGTG ACCTG TTCECG TTGC G G AT GC TETT ACTTTGTACARAG AAG|
3 46 64 100
a,ttl_l
\ N ‘
o o\ W uWu l ol Hmunu ml L
o SO MAM AN B oo VL VeV etV dl fuffan
TGGGTCGEGECGEGCC GCTACCTTAAGAGAGGAGCP? TGTTCACAGG C CCETEGEGRAGGECGETGGTUTCEGEGCCAGCCGETTGET
W_ AS%:]f 136 145 154 172 181 190 199
e oo BCOHTT#9-1 (v 1321)

- ﬂhmhﬂh“tmu hnuummmuuuhmmlmunuﬂmmmmmnmmmlumhmumn

CCCCCCC GCCCGAGAAGCCGTTCTGGCGCGTGTTGACGCACACGC TGCGC GGG TAGCCGTTGGLCCGTCT

AGCGCCAGCGACACCTTGTTG G&

. muummhuummhundnmummllummmmn.uuumnmmmhummmunumluh
L dmdulmmmlnumuhmumnmnum.umumummmmu.lmmuuAm ‘m
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GGATGGAGATGACGTTGAAGAGCGAGTAAATGCAGCACACGCCGAGCAGGATG GAGGAAGT TGCCCAGGCGGTAGAGCCCCTGGTTICCGGTAGGCGGEGCGEGTGCTGGC
559 568 577 586 595 604 613 622 631 640 649 658
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' Applied
ﬁ':\i‘%% Biosystems WO01A086B02_A6DI_T7long_BO01_04 Inst Model/Name 3500/3500 Instrument

WO01A086B02_A6DI_T7long May 10,2016 01:52PM, JST
S/N G:250 A:146 T:89 C:139 KB_3500_POP7_BDTv3.mob May 10,2016 02:18PM, JST
KB.bcp Pts 1585 to 12541 Pk1 Loc:1562 Spacing:11.02 Pts/Panel1350
KB1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 931 Plate Name: 20160510_GNP
TGCTCACCAGGTCCCCGAAGCCGATGGTGC TGARAGGT GACGAAGCAGAAGTAGAGCGAGTC CACGTAGTCCCAGCCCTCCACGCTGETGTACATGGECGAGGCGEC
667 676 685 694 703 712 721 730 739 748 757 766
816
408

GCAGG ACAGCAGCACGEG CCAACAGGCCOCCAGGATGAGCAGCACGTGGTACACCGE AGGGCTTCCAGCCCGCCAGGCTGTCGGCCTECG AGAGC GE GG AL

75 784 793 802 811 820 829 838 847 856 865
816
408
0
CCGCGGCGCARGGTGGCG66G CAGCA GECCGCTGCEGCGCAGEC TGGCGCTCCCG GUAGGECGCGCATG AT GRARA GGCCAGCAGCGAGAT
874 883 892 901 910 919 928 937 946 955
816
408
0 —
TGCGC TCCCA CGEG RA G ACGEG TT G AA G CA G ATGG ITCCC AG CEG ¢ AG CC G M C AG CECGG T GG C G A TG GG C AC
964 973 982 991 1000 1009 1018 1027
816
408
0 ,
Gg TE TIT € & & €C€TC ACC g6 TC G C6 6 G G TIT Gf 1T € 224 TGG Cer 6 A 7 T B8 T A TG G G EET.T G
1036 1045 1054 1063 1072 1081 1090
816
408
0
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