Genome Network Project Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN Clone_ID : IRAK062J20 Lot#: 7893_ABII
Vector : pPCMV-SPORT6 Gene CASP8
Accession No. | BC028223.2 2343 bp
cDS - bp
@ Plasmid DNA purification
Date: 16003 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: (b O 04 Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (100K

DNA coneentration (0D.);__ 164 ng/ul
{ Size of fragment expected from this clone >

DNA 0.5 ul

Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 6.1, 0.59 kb

Buffer H 1 ul Xhol 5.8, 0.90 kb

dH,0 7.h  ul EcoRI + Xhol 4.3kb (Vector) 0.90, 0.90, 0.59 kb
Total 10 ul

-

Erectrophoresis : 1% agarose gel, 1x TAE Buffer 53
o s

Marker : 2-Log DNA Ladder (NEB#N3200L) : |_3 = us_‘

(kb)
3.0
A =
0.5

@® Adjust plasmid DNA solution to 25 ng/ul

Date : /4/00%

@ Confirmation of the insertion sequence DNA (__leY ng/ul) (Pj‘O ul
10x TE 55 1 ul
Date : /4 /() % dH,0 4//.9 ul
Total 55/ 0 ul
Primer A Reverse2
Primer B M13 @ Shipping
Primer C poly(A) region primer #0 4

Y.
List of http://dna.brc.riken jp Conc. : 25 ng/ U2  Volume : 40 1@
Sequencing /en/GNPclone3en.ht

Primers ml Mﬂw&hﬂmﬁﬂﬁﬂw

APPROVED BY :
http://dna.brc.rikenjp/indexhtml




Applled

IRAKO062J20_ABII_Reverse2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument
- Biosystem e Al
y . IRAK062J20_A6II_Reverse2 Oct 04,2016 04:37PM, JST
SIN Gi606 A:783 T:571 C:616  pa o0 A - Reverse2 KB_3500_POP7_BDTv3.mob Oct 04,2016 05:03PM, JST
KB.bcp , Pts 1535 to 12451 Pk1 Loc:1512 Spacing:11.0 Pts/Panel1350
KB1.4.1.8 Cap:11 5 GCGGATAACAATTTCACACAGG 3° yersion6.0  HiSQV Bases: 918 Plate Name: 20161004_GNP
I T C T G (C TAT TITAGGTG::CAC TATAG C GTTTGE TAC . LGCAGGCTGGTACCGG TCCGG TT.CCCGGG TICG GGTGCTACCATCG TG AGAGT
i 10 19 28 37 4 585 i 64 42 100
attsi k1 okl 5"'"“1
1240
. W) P e
i ) m ) m VRNV
0 AN X nd X o™ el ) 1 WYY
AT TATAT IT:CTECT GEETT TTAR GATGGACTTCAGCAG ATCTTTATGATATTGGGG CE CTGG*CAGTG GATCTGGCCTECCETC G TTCEETE GCCTGG ET
109 118 127 136 145 154 163 17 181 190 199 208 217

1240 L 50023123 (1~

- lmmmm mmmmhluuuuu.hummm1uhmulunulqummuuu ool il

T™T cC.GC GO AT GG TECCTTG ATGTTATTCCA GAGACTCCAGG TGTTGGAGG PTGIETECECTTEET & GGAGCTGCTCET
226 244 253 262 270 280 289 298 307 316 325 3i
1240
; W \
TCCG i | LT GACTGGATTTEGC TEGAT TACC T ACC:T CACTA G GGAGGAGAT GG GGG CTTCAGACACCAGGCAGGGCTC TTTCTGCCTACAG GG TCATGC
34 343 352 361 370 379 388 397 406 415 424 433 442
1240
620
0 NVEY g l ‘ |
TCTATCA GATTTCAG G GTG GC GATC G TTGAG GTCTTTT E'TTTC TT TP GE G AGG R o o : T T CTGGATG TGACATOG CCTGCTEGATAT
451 460 469 478 487 496 505 514 523 532 541 550 559
1240
MMM@MWM[WMWMWMWWWMWW W\[\(\A WMMMVW\MWW
7
0 b
T TR CA T TG G A2G GALAGGGTCATCCTGEGGGAG GTTGGACATCC TG CAGTETGET BGC EC C G GEECTGETG e T
568 577 586 595 604 613 622 631 640 649 658 667
1240

R T T N ———
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pplied

B| osystems IRAK062J20_A6II_Reverse2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument
IRAK062J20_A6II_Reverse2 Oct 04,2016 04:37PM, JST
SIN G:606 A:793 T:571 C:615 KB_3500_POP7_BDTv3.mob Oct 04,2016 05:03PM, JST
KB.bcp Pts 1535 to 12451 Pk1 Loc:1512 Spacing:11.0 Pts/Panel1350
KB 1418 Cap:11 Version 6.0 HiSQV Bases: 918 Plate Name: 20161004_GNP
G G TTECAGE G AG AG GCAGCAGCGCTTG GG GTCCTGATG THT TC TGGG GAGGAGTTGTGTGGGGT TGAC TCTCE GACTE TC C G
676 685 694 703 T12 7121 730 739 748 153 766
1240
i mﬂ
o O X0 MM MMMMWX\ mmoom
- G CAGGATAGTG EGTTTG G GTTTACC CCTCGGGG TACTG TCTGATC TE PTETG E
72! 784 793 802 811 820 829 838 847 856 865
1240
620
0 WWWMWM
C GGG ; ARG TG CCC T GG : CAC TITGCG TGC G
874 883 892 901 910 919 928 937 946 955
1240
620
G T T BT E T TG ¢ T o ¢t S 1t o L i > GG G G i B G T T CT C GG T
964 873 982 991 1000 1008 1018
1240
620
0 T MMW
Cc TG T BT Gz : G TE G : ™ € (d o T & T G 2 BUG Ll T G : G G B lits T GG
1027 1036 1045 1054 1063
1240
620
(&
1072
1240
620

0 e
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plied

B IRAK062J20_A6I11_M13(-40)_EO02_14_ABI24 Inst Model/Name 3500/3500 Instrument
Bio il e
By SIeITES IRAK062J20_A6II_M13(-40) Oct 04,2016 04:37PM, JST
SIN G:184 A204 T:302C:22 p.o b \q3 KB_3500_POP7_BDTv3.mob Oct 04,2016 05:03PM, JST
KB.bcp Pts 1568 to 12835 Pk1 Loc:1545 Spacing:11.34 Pts/Panel1350
KB 1.4.18 Cap:14 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 189 Plate Name: 20161004_GNP
CiT €86 G «C TAG C TIAT TACG ACTC(CACTATAG G GICCACTTTG TAC G GCTGCGGTACGCG T GCTTGGGCCCCTCGAGG G/ TACTC TAGAGCCGCCGCLCTI
1 8 15 22 29 36 43 50 57 L 4 e il 78 i 85 192 10
aER2. ML E Hind L7 Apal "®Xpol N1 ML
1124 Vector «—
562 ‘
0 , \ | I
YT T T TR B T T T T T T TR e TTTTET TTT T TT ETATT : : a1 T TTTG G T T T 'TTH sACTT T
6 113 120 127 134 141 148 155 162 162 176 183 190 197 204 211 21
1344
\ i m il
o LAMAVAMAMAMANMAMARAANMARAAARAR A AN A AAAAAARANV ARAN VANV A s ARAMAV WANAR AR AARAIA
EE'T TGATTT 2l GC C TGC TGCAT : CCE gC CATT T cc GC TTTATTTAECC GCTTTTITTTTTTC
.8 225 232 239 246 253 260 267 274 281 288 295 302 309 316 323 330
1124
562
0 \AA A:-“Au&lu A‘AA.AE ."A’A‘AA.AAAA/ ‘A A\‘ A .‘\,i\ ‘uAU\' 21 ‘ A ,AAMAAJ.\A ;AAA’.A“A\‘AA KIAAAAAAAA
T I GC GGCAT: GC GTTTGGGGA?Z CTTATTIT CTTGET TeTT T 6 T T GT T TG TTPTETTETTUT 4 il
3T 344 351 358 365 372 379 386 393 400 407 414 421 428 435
1124
562
AVAVAVAY
0 AAAA MANIINA Y M%%&MMW M
o o o i k) GAC GGG ET TCGEGEICTGEGT CC B CA G CTG GG G CGGGT G TT 66 CTEe CE G @ TT CC CT GGG GT C G C TG R EG BTE C TE
442 449 4156 463 470 477 484 491 498 505 532 519 526
1124
562
0 RE - _ e — e
[ L G GGG GG T C C GG C GAG TC G L0 C ET6 G E T HC CAGTG C:iCi5 BTCT €T I T K b T TA G € G TG
533 540 547 554 561 568 575 582 589 596 603 610
1124
562
0
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. Applied

) Bi osystems IRAK062J20_ABII_M13(-40)_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument
o IRAK062J20_A8II_M13(-40) Oct 04,2016 04:37PM, JST
S/N G:184 A:294 T:302 C:236 KB_3500_POP7_BDTv3.mob Oct 04,2016 05:03PM, JST
KB.bcp Pts 1568 to 12835 Pk1 Loc:1545 Spacing:11.34 Pts/Panel1350
KB 1418 Cap:14 Version 6.0 HiSQV Bases: 189 Plate Name: 20161004_GNP
TGETGS CGEE ¢ T GTAG TC €A € TAC TC G GCTGAGCA & 6 TG TG C et 6 GGC G CTTGC BT BA C €€ ¢ IE8cE c B TE ¢
617 624 631 638 645 652 659 666 673 680 687 694
1124
562
O i R
CCCE CCOEGE G A GACCCEG TG G TIEE o o CC €A GE AT G TG € B IE CAT G i p cC GG T
701 708 715 722 729 736 743 750 757 764
1124
562
O -
B g T TG G 6 T T g it rAC c & & T € GGG T T TG € TG G el g G TT E TT G
771 778 785 792 799 806 813 820
1124
562
O — e —————
c G TG G o S GE OT T G ¢ T DY TTTYTETCA T
827 834 841 848 855 862
1124
562
0 .
1124
562
0
1124
562
0
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pplied

f:_’ BIO systems IRAKO062J20_A61I_GNPmixture_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument
. IRAK062J20_A6II_GNPmixture Oct 04,2016 04:37PM, JST
S/N G:298 A:423 T:335 C:21 Primer C : Poly(A) region primer #0 KB_3500_POP7_BDTv3.mob 09104,2016 05:03PM, JST
KB.bcp i Pts 1698 to 12576 Pk1 Loc:1675 Spacing:11.32 Pts/Panel1350
KB14.1.8 Cap:17 5 TTTTTTTTTTTTTTTTTTTTNNN 3 Version 6.0 HiSQV Bases: 611 Plate Name: 20161004_GNP
IR EAD ‘TE T TENT TTD G G AT ACT T TT T TAARA GATAACT TAATTCC TAATE ATT T TAAT CCAAGCAGAGATG GAGC T GER .
7 13 19 25 31 37 43 49 55 61 67 103
1278 __95’0028123 2( ~
g xﬂ
0
TGCAT GACCCCAGAG CATTGTTA GC TAGTTAGCCAAGCATATATATAT CAT CC AT CORA BT TTIGEHGE AGAGETTATT T
109 115 121 197 133 139 145 151 157 163 169 175 181 187 193 199 205 211 217
1248
| | j
o I\ | / | VWU
CTTETAMAAATCATTTGAATTTTT CT TG c T REETET T T TTTTTTTTGAGACGGGGTCTCECTCTGTCACCCAAGCCTGAGTGCAR
223 229 235 241 247 253 259 265 271 377 283 289 295 301 307 313 319 325 331
1278
CEGOGTEAATAT GGUTCAYCGCAGE ETTGALD ETC TTGGGTTE TCCTCCCAC CTCAACCTCCCAAAGT GO CGAGGET GG GT GG AT CACGAGG TCAGE AGATC ARGA CCJ
337 343 349 355 361 367 373 379 385 391 397 403 409 415 421 427 433 439 a4
1278
639
0 —
CC CTGECTAACACAG TG CECTE Tetetact 310 3108 TTAGCEAG GTETGGTEGOG CECCCT TE TAA TECCAGETALC TC GEEAGGE TG AGG CAGG A
5 451 457 463 469 475 481 487 493 499 505 511 517 523 529 535 541 547 553
1278
639
0
3AATGGUGTE PACC CEEGEACGEC GCAG (T T GCG GTG AGCC G T (A G CCACTGCAC TC CAACCTG G GCGACPABAGCE 18 AT TCCGEIE TCT C AGA C TC
559 565 571 577 583 589 595 601 607 613 619 625 631 637 643 649 655 661 6
1278
639
0
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Applied
Biggystems

S/N G:298 A:423 T:335 C:217
KB.bcp

IRAK062J20_A6II_GNPmixture
KB_3500_POP7_BDTv3.mob
Pts 1698 to 12576 Pk1 Loc:1675
KB 1.4.1.8 Cap:17 Version 6.0 HiSQV Bases: 611

IRAK062J20_A6II_GNPmixture_F02_17_ABI24

Inst Model/Name 3500/3500 Instrument
Oct 04,2016 04:37PM, JST

Qct 04,2016 05:03PM, JST
Spacing:11.32 Pts/Panel1350

Plate Name: 20161004_GNP

G CAG CC TTEC T ¢ ATC TE CGG c GTTTTTTITC T1 TGT ¢
%if 673 679 685 691 697 703 709 i) 721

1278
633

GT G(C GAGA G A T CTGT
727 733 739

1278
639

1278
639

1278
629

1278
639

1278
639

Lo
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