Genome Network Project_Full ~Length cDNA clone

RIKEN Clone ID : IRAK064K16

Vector : pPCMV-SPORT6

@ Plasmid DNA purification

Date : 2./, /5

Date :

22.1/. /6

Gene Engineering Division RIKEN BRC

Lot#: 7893_B2ZKf

Gene SPHK1
Accession No. BC030553.1 2174 bp
CcDS 1413 bp

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

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 22.(/- /é

DNA concentration (OD.):_ (23 c} ng/ul
DNA 0.9 ul
Enzyme (EcoRI+ Xhol ) 05 + 0.5 ul
Buffer H 1ul
dH,0 ul
Total 10 ul

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

<{ Size of fragment expected from this clone >

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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EcoRI 6.5 kb
Xhol 6.5 kb
EcoRI + Xhol 4:3kb (Vector) 2.2 kb
(1):Marker
@:uncut
(3):EcoRI

@:Xhol
(B):EcoRI + Xhol

@ Adjust plasmid DNA solution to 25 ng/ul

Date : 22/ 1.18
@ Confirmation of the insertion sequence DNA ( 123 ng/ul) 7%0 ul
10x TE Ih%
Date:2) |1.]§ dH,0 2036 ul
Total }5% o ul
Primer A Reverse?2
Primer B M13 @® Shipping
Primer C poly(A) region primer #0
List of http://dna.brc.rikenjp Conc.: 29 ng/ 4 2, Volume: 4Q (2
Sequencing /en/GNPclone3en.ht
Primers ml EE!EE . ng‘ “ ﬂ “% !! ﬂ

221118
APPROVED BY : NEQ
http://dna.brc.rikc ‘l.jy//;i IdGA.ht”l}
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Blosystems 7893_IRAK064K16_B2Kf_Reverse2_D01_10_ABI24 Inst Model/Name 3500/3500 Instrument
7893_IRAK064K16_B2Kf_Reverse2 Nov 17,2022 09:53AM, JST
SING2BZ.A215 TA0 C28 Briinur A £ Roversed KB_3500_POP7_BDTv3.mob Gray line indicates quality value _ Nov 17,2022 10:14AM, JST
KB.bcp ) Pts 1609 to 12508 Pk1 Loc:1592 . Spacing:13.83 Pts/Panel1350
KB 1.4.1.8 Cap:10 5 GCGGATAACAATTTCACACAGG 3 Version 6.0 HiSQV Bases: 813 (QV) < 40. Plate Name: 20221117_GNP
A TATAG ARCAAGTTT G TACRA?Z GCAGGCTGGTRACC GGTCCGGAATTCCC GGG FI|G ST TTG AGIGEEEE AGE GAGES

1 11 21 31 41 [,lt‘thl 61 kP'n]. 71 ECOFL %1 101

(1~)

1192 e B’C G30553-
596
: MwWV\NWWWMMM\NM\AMMV\/M\

sAGGCCGGGG AGTCCGC TCCAGCGGGGCGCTCCAGTCCCTCAG CGTG‘*-GGCTG GCTTGGG ACGAGCTGCGTTCCGCCCCAGGCCACTGTAG GG CGGCGGTGGCGCCTCCLC(Q
121 131 141 151 161 171 181 191 201 21X 221

B Mmmmmmwmmmmwwmmmwwmwmﬂmmm

______ CCGGACCGACTGGGTAGGGCCGC CCACCCTGCCTTCGCGCCGCTCGTGGCTCCTGTGCGGCCCGCCC TCGCGGGGCCCCGGG CTGGGCCACTTGTCGCTTGEGGCG!
231 241 251 261 271 281 291 301 311 321 331

1192

. umhhﬂlhlh“hﬂ“thllﬂlmh“lhmmhhlhﬂlﬂlhlh“mmml“lmmmﬂlhhl“hhﬂlhm

GAGCAGGCGGCAGCTGGTGGCCCGGTTCGGGCTTGGCTTTGGCGCGACCCGGGAGCGGCTCCCACGAGCGCCGCGLCGCGTLCGEC CGGAGCGGGGCCCTG AG GC GCGC GC¢
341 351 361 391 381 391 401 411 421 431 441

T |

SCGCGGCTCCCACCGCTCTGGAGCTCCGGGCAGGG GACACGSGCC CCTGGATGGCTGG GGCAGGG AT CCTCTCCCAGAACTTCGT GCCCAGC TGTCCGCTCAAGTTCTGGG
151 461 471 481 491 501 i 521 531 541 551 561

1192

T oo

TTTTTACGCAGC TGGACTCCCCTECCCCCTGGCAGCCCCGAGBGGETCCAGCCGCEGCAGGG TGACGCCGGTGC TCCTACAGCCACGGCTCCEGGLGGGG GGCGAGC C!
571 581 : 591 601 611 621 631 641 651 661 671

1192
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ég&'}&gms 7893_IRAK064K16_B2Kf_M13(-40)_EO1_13_ABI24 Inst Model/Name 3500/3500 Instrument
R : 7893_IRAKO064K16_B2Kf_M13(-40) Nov 17,2022 09:53AM, JST
SIN G224 A:241 T:175 C:281 Primer B : M13 KB_3500_POP7_BDTv3.mob Gray line indicates quality value NG 1T,202F 1004/ dST
KB.bcp g Pts 1614 to 12473 Pk1 Loc:1597 Spacing:13.71 Pts/Panel1350
KB 1.4.1.8 Cap:13 5 GITTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 33¢  (QY) < 40. Plate Name: 20221117_GNP
'F CTTTGTACAAG CCTGGGT/CGCGTAAGCTTGG GCCCCTCG AGGGATACTCTAG AGCGGCCGC|lceTT
16 55
1 10 19 28 37 ) nttBL * Ml Fmdm APG.ISZ Xpol ** Yal™® Notl P2
1290
VecTor
0 |
148 B0 v o i L W e R i e i L g O s Y R i et A 1 T A ¥
118 127 136 145 154 163 172 181 1590 199 208 237 z
1290
645
o AAAMAARMAMARMAARAAMAAARMAARA
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1290
645
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343 352 361 370 379 388 397 106 115 124 133 442 451
1290
645
0
460 469 478 487 496 505 514 523 532 541 550 559
1290
045
O |
568 577 586 505 604 613 622 631 640 649 658 667 676
1290
645
0
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