Gene Engineering Division
RIKEN BioResource Research Center
Lot#: 8472 B2Ir

Genome Network Project Full ~Length cDNA clone

RIKEN_Clone_ID : WO1A0921 06

Vector : pENTR-TOPO Gene MAP3K7
Accession ID of Originf BC017715.2 2745 bp
CcDS 1740 bp

@ Plasmid DNA purification

Date: 22.10.03 Culture : LB (25 ug/ml Kanamycin) 5 ml —> at 37 deg C over night

Date: 22.10.0Y4 Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 22.10. 04

DNA concentration (0D.): 277 ng/ul

< Size of fragment expected from this clone >

DNA 0.H ul

Enzyme (Notl + EcoRV ) 05+ 0.5 ul Notl 4.5 kb

Buffer H 1 ul EcoRV 45 kb

dH,0 7.5 Notl + EcoRV 2.5kb (Vector) 2.0 kb

Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer (D:Marker
®:uncut
Marker : 2-Log DNA Ladder (NEB#N3200L) 3):Notl

{kb) @):EcoRV
10.0 s ®):Notl+EcoRV
8.0 1
4.0
3.0 2.0

@ Adjust plasmid DNA solution to 25 ng/ul

Date : 22.10.1%

@ Confirmation of the insertion sequence DNA (222 ng/ul) g0 _ul
10x TE 76,3l
Date : 22.(0.[¥ dH,0 00,3 ul
Total 743.6 ol
Primer A M13
Primer B T7 long @ Shipping
Primer C -
: . http://dna.brc.rike dConc. 25 ng/ Q2  Volume: 40 @
List of Sequencing ;
Pri nJjp/en/GNPclone
rimers
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8472_WO1A092L06_B2Ir_M13(-40)_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
8472_WO01A092L06_B2Ir_M13(-40) Oct 05,2022 09:53AM, JST

S/N G:208 A:335 T:200 C:251  pimer A1 M13 KB_3500_POP7_BDTv3.mob Gray line indicates quality value  ©Oct05.2022 10:21AM, JST
KB.bcp ‘ . e Pts 1455 to 13699 Pk1 Loc:1432 Spacing:12.19 Pts/Panel1350
KB14.18 Cap2 5' GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases; 938 (QV) < 40. Plate Name: 20221005_GNP
TTTTGACTG ATAGTGACCTGTTCGT TGCAAC WATTGATGAGC TGCTTTTTITATAAT GE CT TTGTAG
1 10 19 28 I 43 09 [T} e 82 91 100 109
attll
1342
671 ‘ ‘
GEAGGCTCCGEGGCCGCECCCT TCACQGCTAGG GATAACAGGG T TA G GGAGCCGCCACCATGTCT EAGEE TETECCGEC TEECTCC TECTCCT CG TCTTE GCE &
118

IW 136 145 154 163 172 181 190 199 208 21
ot T

—t — BCOITTIS. 2. (1#l~v)
1342 TT5. 2 (
Vector
671
| I
0 .
GGTG AG AT GATC G GFECE ET T CECA BT OCTC] CTTTG GAGATCGACTACAALGG AGATCGAGGTGG? GAGCTTGTTGG GAGG AGCCTTTGGAGTTGTTTGC GC
226 235 244 253 262 271 280 289 298 307 316 325 334
1342
g71
0 | |
TAAGTGGAGAGCA GATGTTGC TATT & TASG WAGTG TCTGAGAGG GCGTTTATTGTAGAGCTTCGGCAGT TATCCCGTGTGAACC T QET TA T TG
343 352 361 370 379 388 397 406 415 424 433 442 4
1342
. M\MWWW\AMMWW\MMWMMWWMWWWWWWMMW
0
GETTTATGGAGCCTGETTG ATCCAGTGTGTCTTGTG AT GGAATATGC TGS GGG GGC TCTTTATAT ATGCTGEC TGCATGGTGCTEGAAC CATTGCCATAT TATACTGE CTEE @
5. 460 469 478 487 496 505 514 523 H32 541 550 559
1342
Bl
0 [ A AUV W A
EACGCEAATGAGT TG GTEGTTTACAGTGTTCCC GGAGT GGCTTATCTTCACAGCATGLC ol ed o GCGCT: TTCACAGGGACCTG ARC ENE C CTTACTGECTG:CT T
568 57T 586 585 604 613 622 631 640 649 658 667
1342

671
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2> Applied
‘,;L_ = B| osystems 8472_W01A092L06_B2Ir_T7long_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument

8472_W01A092L06_B2Ir_T7long Oct 05,2022 09:53AM, JST
SIN G:318 A:487 T:347 C:406  pyimmer 1 17 lone KB_3500_POP7_BDTv3.mob e, T, G . Oct 05,2022 10:21AM, JST
0 — e indicates qual
KB.bep L Pts 145510 13743 Pk1 Loc:1432 4 quality value 3 ing:12.33 PisiPanel1350
KB1.4.1.8 Cap5 ¥ CGOCAABCTCIRATACCACTCACTATAGOE ¥ Yrisionad  HISQV Beses B5s (QV) < 40. Plate Name: 20221005_GNP
‘ CTeT T.C T T'GC e TTGAT GCAAT GEC TTTCTTAT TGCC! CTTT G TAC G \AGC TG
1 10 19 28 37 178 (o] T3 ) 82 91 100 e
attL>
858
o | MMUMMMMMH I
! 0 l ; :
[ GETCGGEGCG CGECCACCC TTITGC TACGCTT GAG AGGAGCAATTGTTCACAGG CITC GTGCCTTGTCGTTTCT GCTGC TGACTTC TGATGACCTCT GTTGTTTTTl
o ASCHEB 127 136 145 154 163 172 181 190 199 208 217
- Vector  €——— — BCQITIS. 2 (~ 1925)
429 ‘ l
|0 : A
GCATTGCTGGTAGT GT" G GGETTTT GTTTTCATCTAR GETTTTTAT GTTCC TG TACCAGGCGAG AT GT TTITTGEGC TE GTCCTTTTECATEC TG EGTCCAGTTET BC
226 235 253 262 271 280 289 298 307 316 325 334
|
lmﬂuﬂumhmlmhlmhm l l
ETAGTTECTTGET TTET ET GTVAL TTTCFG'UTG ACTTTCATATATTC ITGTGCCATTTT AL? TTETGTTC c CTGEC TAGATTCTTTGG GTTTGGG
t 343 352 361 370 379 388 397 406 & 415 424 433 442
s Lf

= oo

CACGGTGCTAGAGGCT GTAGTTGGTGATCCA GTGT/ GATAAGCCATTGGGATGGAGTTATC TGATCCATTGGTATCTGTG G TCATCA GGGGTCCATGGATGACTTCGAG

451 460 469 478 487 496 505 514 524 532 541 550 55¢

858
. “ \ | ‘
0 ; | | |

TTGGCT TTTCTGAGGTTGGTCCTGAGGTAGTAATCATTCTGACACTG GGACTG G TGACCTACTGCT CACCTG ACCAGGT TCTGTTCCAG TTACAGTCAAGTCTTGGATG G

) 568 5% 586 595 604 613 622 631 640 649 658 667
858
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