Genome Network Project_Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN Clone_ID : IRAK135K22
Vector : pCMV-SPORT®6

@ Plasmid DNA purification

Date: 7047

Date : (704 (%

Lot#: 7893_A7De

Gene NR2F6
Accession No. | BC063018.1 1783 bp
CcDS 1215 bp

Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

< Size of fragment expected from this clone >

EcoRI 6.2 kb

Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night

Xhol 5.7, 0.46 kb

Date: 170413
DNA concentration (0.D.);___ 107 ng/ul
DNA 0%l
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.2 ul
Total 10 ul

EcoRI + Xhol 4.3kb (Vector)

1.4 ,0.46 kb

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence

Date : [70% 14
Primer A Reverse?2
Primer B M13
Primer C poly(A) region primer #0
List of http://dna.brc.riken jp
Sequencing /en/GNPclone3en.ht
Primers ml
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : |70419

DNA (107 ng/ul) §2.9 ul
10x TE 35.0
dH,0 2339 ul
Total 350‘11 ul
@® Shipping

|!i00nc. 29 ng/ U 2, Volume :AQ_H 2

1 Con0 A bt

APPROVED BY :

http://dna.bre.rikenipindexh

| I
=pp



Applied

D ik stems IRAK135K22_A7De_Reverse2_CO7_07_ABI24 Inst Model/Name 3500/3500 Instrument
' IRAK135K22_A7De_Reverse2 Apr 19,2017 10:19AM, JST
S/N G:238 A:207 T:180 C:402  Primer A : Reverse? KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp i 5 Pts 1467 to 13856 Pk1 Loc:1444 Spacing:12.29 Pts/Panel1350
KB14.1.8 Cap7 5 GCGGATAACAATTTCACACAGG 3" version6.0  HiSQV Bases: 1009 Plate Name: 20170419 GNP
9T C TTAG G C TATTTA GGTGICACTATAG £ G TTTGTARC GCLGGCTGGTACCGGTCCGG TTCCCG GG ATICG.G .GGGGTGCCCGG ~GGG G .GC Gt
i 10 19 28 37 a.rtBBl 55 kp‘h 14 é;kr S‘ml 82 Bw 9310I 1 (1103 109
- a~
1016 lbctory S5 T
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CGGTGGGGGCECCCCGGCCECCGCTGCCCTGGGGCTATGGCCATGG TG ACCGGCGEGCTGGGGECGGCCCCGGCGGLCGACACG CGGCGTGG AC GGCGGGCGGCTACCCGLCGC
118 T27 136 145 154 163 172 181 190 199 208 217

1016

"l |

GCGGCCGAGGACGACTCGGCCTCGCCCCCCGGTGCCGCCAGCGACGCCGAGCCGGGCGACG AGGAGCGGCCGGGGCTGCAGGTGGACTGCGTGGTGTGCGGGGAC GTCGAGC

226 235 244 253 262 291 280 289 298 307 316 325 334
1016
508 l
G GC CCATTACGGEGTGETETTCACC TECSAGE GC TEC G RGN TR T GCG GCATC CGCCGC CoTCALG B TAC AUCTGCCGE GTEC CCGTGACTGCCAG ATC GACCAG
343 352 361 370 379 388 397 406 415 424 433 4472 451
1016
mmmmh ﬂﬂhm hh hlhm Aﬂl“ﬂulhﬂmﬂmm W hm mhn ﬂh“ﬂ I hdm
CACCACEG G TCAGTGCC TGCECGTCTC ! GTGCTTCCGGGTGGGCATG AG G GG - GGCGGTGC GCGCGGCCGC TCOoC GCA QT CGET 6L CTEE TG L GGG
460 469 478 487 496 505 514 523 532 541 550 559
1016
WW\AMN\NW\ A MNW\/\N\[W\
CCGCOCTECTE G GG AGCECC LG T GELGEeETEECGoCAG TOGCEGAGC GEBGE GEABAECETCT TE CEGEGECAGECEGGETRTEEB i TCGCLEEAGCTG QTG LCGCGET
568 577 586 595 604 613 622 BT 640 649 658 667
1016
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" Applied

\'y Biosystems IRAK135K22_A7De_Reverse2_CO07_07_ABI24 Inst Model/Name 3500/3500 Instrument
' IRAK135K22_A7De_Reverse2 Apr 19,2017 10:19AM, JST
S/N G:238 A:207 T:180 C:402 KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp Pts 1467 to 13856 Pk1 Loc:1444 Spacing:12.29 Pts/Panel1350
KB 14.18 Cap7 Version 6.0 HiSQV Bases: 1009 Plate Name: 20170419_GNP
GAGCCCTACCCTGCGGCGGCCGGACGE TTCGGCECAGGGGEGCGGCGCEGEGGGCECAGTGCTGGGCATCGACAACGTGTGCGAGC TGGCGGCGCGGCTGCTCTTCAGC
676 685 694 703 712 721 730 739 748 757 766 775
1016
508
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CCBTEGGASTG GECCCGCCACGCECCCTICTTECCCC GAGETGLCCBEGTGGCEGACCAGGTGGCEGCTGC TECECCTE AGCTGGAGCGAGC TCTTEGTGC TG CGC G

784 793 802 811 820 829 838 847 856 865 874 883
1016
™
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3868 CGCBGCEBC TECCECTEBCACACEG CGCCGOTACTGGELCGCCECCEGEECECTCCACGELEGCECE TATGGE ECC GCOLG AGCGCGCCGEGTGGECTT TCATEGG AC
892 901 910 919 928 937 946 855 964 873 982

Fa
c GG TGC GC GCCCTTCC GG AGC G T GG c GCTGGEGE CCCG CC TG C GG TCG AC TCEEG CC G G TATGGE C TG CC TC GCG CCC TCGE €
991 1000 1009 1018 1027 1036 1045 1054 1063 1072
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|l8d IRAK135K22_A7De_M13(-40)_DO07_10_ABI24 Inst Model/Name 3500/3500 Instrument

Blosystems IRAK135K22_A7De_M13(-40) Apr 19,2017 10:19AM, JST
S/N G:103 A:1108 T:102 C:168  prirar B : M13 KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp i Pts 1474 to 13904 Pk1 Loc:1451 Spacing:12.36 Pts/Panel1350
KB1.4.1.8 Cap:10 5 GTTTTCCCAGTCACGACGTTGTA 3" version6.0 HiSQV Bases: 761 Plate Name: 20170419_GNP
G CAGG G C "AGC TI1IAT TAC GACTCACTATAGGGRC(ACTTTGTA(!? G GCTGGGTACGCGT GCTTGGGCCCCTCGAGGGATACTCTAGAGCGGCCGCICCITTT
1 10 19 28 37 16 55 ~ 8 91 100, 109
AttB2 Mlul Himdi Apal $ho1 Xbal —10%6t1
T S
1404 Veclor
[ Mg W DAL MH L AWM
0 S AR MY VTV W VI “hh‘ /\ VUV “ ‘ A “ ‘ l“
TTrTTTTTT T EFT T TETRETTT DT T TE T TIT TTTTITT GG GEA GG TAG G TGTCTTTATTATTGGCCTTG AGTCATCATGTAGTGTCTGACATAGGTTACGTGTCCAGAGG AT
1.18 127 136 145 154 163 172 181 190 199 208 217
BCOL3018.1 (~ 1783)
1404
702

oo AN A e A AN ANAAARA AR A tatansha s e AR s AR AMM.M.

CTGCCTGGCACACGCTAGC TACCCCTGCCCACTGGAGCAGLCCCCTCTGGECCGACCCCCGGCCTTTGTCEATCATGCCAGGG GCC CCEeCcACCATCCCAL GTTCATEE TY
226 235 244 253 262 2T 280 289 298 307 316 325 334

% Mt AR At AL i‘!lili!ﬁ;!‘aé‘i!i“ﬁi&l&!iAAAiAAAALAAAL‘A!A“‘iA‘A!A!‘AAA‘AA‘i&!!i{ﬁ

GGGGTGCTG AGG L6 GGC TGTCCTAGGATTGGACCCTCCATCCTGGACAGGGGETCCTGGEGGAGGATGAGGCT GAGGCCTGGATGATCAGTCTCTTTTTGGTTTCATGATC

343 352 361 370 379 388 397 4106 415 424 433 442
1404
702
0 l“ i! Al l LA l& MALWVRAL A‘AAA“‘*AAA“llKA_Am.A " AAA ‘i“‘!‘h.«lQALAAEAA“ll‘lAl‘AA‘AAA
TP I ! CA CA T CAC GFC l gl AATC TG TCCTGGGCCCCGGG AGGCCCCTCG AGGC CTCAGCATTCCCTGT
451 460 46 478 487 496 505 514 523 532 541 550 559
1404
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CCCTTGAGGTCTGTCTGCAGGCCTGGCCACAGCACACGTGGCCCCGTCATGGTCACTGGCCCGAGCCGT
568 577 586 595 604 613 622 631 640 649 658 667
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V> Applied

f AN Bi osystems IRAK135K22_A7De_M13(-40)_D07_10_ABI24 Inst Model/Name 3500/3500 Instrument
- IRAK135K22_A7De_M13(-40) Apr 19,2017 10:19AM, JST
S/N G:103 A:108 T:102 C:168 KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp Pts 1474 to 13904 Pk1 Loc:1451 Spacing:12.36 Pts/Panel1350
KB 1.4.1.8 Cap:10 Version 6.0 HiSQV Bases: 761 Plate Name: 20170419_GNP
TCAGTGTCTCAATGGGC GTCTTCCCCACCAGGCGCATGGAGAACAGC TGGGAGATGAGGGE PGGCAGGGACCCEC GCGCAGGGCGGGGAGCCGCAGC AGCAGGECGCCCGAY
676 685 694 703 Ti% 721 730 739 748 757 766 775
1404
702
0 AL ~\ y ! Yool Bt 14 WA Y i
GCECTGGEGECTG GEACGEE TAC TG CGCCEGCACATACTCGEGTGA GG GOCACCTEEGCCTTCTCCTGEAGEC TC TCAACG TG GG CLGGGTET GAG A GCCACAGGES
784 793 802 811 820 829 838 847 856 865 874 883
1404
702
AO =
TCGEGG CG TG GABC GCE AT GG CETTE A CECACCCATAETOCECLE BAGTEGACE TG E A GIOGE £t a6 e TS PEt ACLET B¢ TEE TECE GHE GGG @ ACIE: 7T |
892 901 910 919 928 937 946 955 964 973 982 {
1404
J02
0 S <
56 TTEC A 7.6 GC ARG GEEEEEE T CEEgEG @ AT & e 6 e TGEE G & BT @ thes © AB T G 6 © & TE 18 G G cC
391 1000 1009 1018 1027 1036 1045 1054 1063
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> Applied .
Biosystems IRAK135K22_A7De_GNPmixture_EQ7_13_ABIl24 Inst Model/Name 3500/3500 Instrument

) IRAK135K22_A7De_GNPmixture Apr 19,2017 10:19AM, JST
SING:36 A:30 T:28 C:47  Primer C : Poly(A) region primer #0 KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp , , Pts 1488 to 14135 Pk1 Loc:1465 Spacing:12.28 Pts/Panel1350
KB1.4.18 Cap:13 5 TTIETTTTTITTITTEITTINNN'S Version 6.0 HiSQV Bases: 1015 Plate Name: 20170419_GNP

CGETT TG CCITTTIATAT T GGCE TTG AGTCAT AT G TAGTGTC TG ACHHTAGG TTACGTG TCCAGAGGATCTECCTGGCACACGC TAGCTACCCC TGCCCACTGG AGCAGLECC
1 10 1.9 37 46 B85 64 82 91 100 109

BCO830I8- L (v 1733)
1092

. &A\» vaom.u.u.‘h..Jmlh.uJuuuhu.JulhdudA.muumnumlmmldum

CTCTGGCCGACGCCAGGCCTTTGTCCATCATGCCAGGG AAGCCAACCCCACCATCCCAC GTTCATGCTAGGGGTGC TG AGG & GGCTGTCCTAGGATTGG CCCTCC

bttt bbb

1092

= uuldmhmulmhlhlhhuhlmmuhu.umMnlumumuun mmhmluuunhmuunum

TA G GTCT GAGGAGAG GCCAGAGTCCTGE GECECCE GG ACGGCCCCTCGAGGCCTCAGECATTECC TG TCCECT TGAGGTETEGTCT GCAGGCEETGGCCACAGCACACGEGTEGCY
352 361 370 379 388 397 406 415 424 433 442 451

1092

. ﬂ.lmdmmhuuhhmmhhmhhhumnﬂmAmMhhuhuluJnﬂhmummﬂn

CCETCATGGTCACTGGCCCGAGCCGTAGEGCCAGT TG GGTACTCCCCGACAGCAGCATGTCTC TGATCAGTGTCTC TGGGCGTCTTCCCCACCAGGCGCATG G C

460 469 478 487 48¢ 505 523 532 541 550 559 56
1092
/\N\/\M\AM\MMN\[\/\MM ‘ \ A
CGCTGGEGGAGATGEAGGS GAGGCAGGEGG 2CCGLCGLGCAGGGLCGLEGGAGCC GCAGCAGCAGGCEGLC CCG GCEBCTGEGGEGO TG GGALGE CGTACTGCBGCCCGCACATAC TC GG TGAG GG
577 586 595 604 613 622 631 640 649 658 676

1092

Prlnted on: Wed Apr 19,2017 12:48PM, JST Electropherogram Data Page 1 of 2




Applied

i) . ) Biosystems IRAK135K22_A7De_GNPmixture_EQ7_13_ABI24 Inst Model/Name 3500/3500 Instrument
IRAK135K22_A7De_GNPmixture Apr 19,2017 10:19AM, JST
S/N G:36 A:30 T:28 C:47 KB_3500_POP7_BDTv3.mob Apr 19,2017 10:46AM, JST
KB.bcp Pts 1488 to 14135 Pk1 Loc:1465 Spacing:12.28 Pts/Panel1350
KB 14.1.8 Cap:13 Version 6.0 HiSQV Bases: 1015 Plate Name: 20170419_GNP
CCACCTGCGCCTTCTCCTGCAGGCTCTCAACGTG GGCCG GEGTCT GAG AGGCCACAGGCGTCGGGCGTEGAAGAGCGCGATGCECCTTG "G GCAGCCATACTCGGCCGRGTCG
685 694 703 712 721 730 739 748 757 766 775 784

ZCTGCAGGCGGCCCAGCT ITGTCCACCTGEGCTCETGBARGGCGCGCACCTGGTC CATG GCCACGGCGCGCTCGGCGGCCATAGGCGCGGCGTGGAG GCCGGCGGLEG(IC d
123 802 811 820 829 838 847 856 865 874 883 892 el

1092

GTAGCGGCGCCGTGTGCA GGG GCAGCGC CGC CTGC GCCGCG TTCAGC ACG GAGCTCGC TCCAGCTCAG GCGCAGCAGC GCCACC TGC(TTCGG CCACC GGC

ik 910 919 928 937 946 955 964 973 982 991 1000
1092
546
TCGG GGG G GGCGCGTGG (GGCECLCCCAC TCC CGEGTGCTG GCA GC G C(GGC G CCG C GCTCGCACCACG TT G TCG TG CCCCAG CARC TGGC |
1009 1018 1027 1036 1045 1054 1063 1072 1081 1090 1099

G CCCGG C cGC G € GG TICCCTC TG CG CCCG
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T CCG €CC6 C CG G TIAG G G Te G CGC AG CCAG CC TIGC
1108 1 1126 1135 1144 1153 1162 T 1180
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