Genome Network Project_Full —~Length cDNA clone Gene Engineering Division
RIKEN BioResource Center

RIKEN Clone_ID : WO1A094E05 Lot#: 7566_A7K9
Vector : pENTR-TOPO Gene WNT3A
Accession ID of Origin| AK056278.1 2932 bp
| cDS 1059 bp
@ Plasmid DNA purification
Date: 171109 Culture : LB (25 ug/ml Kanamycin) 5 ml —> at 37 deg C over night
Date: |7 (1Y Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: [ (||L

DNA concentration (O.D.): 64 ng/ul
< Size of fragment expected from this clone >

DNA .5 ul

Enzyme (Notl + EcoRV ) 0.5+ 0.5 ul Notl 2.7,05,0.3,0.2 kb

Buffer H 1 ul EcoRV 3.8 kb

dH,0 6.5 ul Notl + EcoRV 2.5kb (Vector) 05,03, 03,02 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : /711 I
@ Confirmation of the insertion sequence DNA (64  ng/ul) 70, J ul
10x TE /7-9 _ul
Date : | 7I([L dH,0 9/.3 ul
Total /]l? 2 ul
Primer A M13
Primer B T7 long Shipping
Primer C -

http://dna.brc.rike Conc.: 25 ng/ M &,  Volume : 40 1@
njp/en/GNPclone
3en.html

List of Sequencing
Primers
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Applied WO01A094E05_A7K9_M13(-40)_A01_01_ABI24 Inst Model/Name 3500/3500 Instrument
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y WO1A094E05_A7K9_M13(-40) Nov 16,2017 10:15AM, JST
SIN G172 A:119 T:109 C:184  primer A : M15 KB_3500_POP7_BDTv3.mob Grav line iadi . Nov 16,2017 10:43AM, JST
KB.bcp | , Pts 1776 to 8707 Pk1 Loc:1744 vay lne andicates quality walve o o 007 PieiPanel|asn
KB1.4.1.8 Cap:1 5' GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 710 (QV) < 40. Plate Name: 20171116_GNP
TTTATTTTGACTG ATAG TGACCTEGTTCGTTGCAAC TTGATG AGC TECTTTTTTAT TGGE ¢ CTTTGTACAA'?® :
1 11 21 31 41 107 117
“attL]
1142 ‘
‘ | et ﬂ [ Hﬂ
. (UVVAA Mm AN P YR NI \ um mu WAL
GCAGGCTCCGCGGCCECCCCCTTCACCIG CTAGGG AT CAGGGTAATAGAAGGAGCCGCCAC TGGCCCCACTCGG AT GCAGGCTC
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TGGGCAGCTACCCGATCTGG TGGTCGCTGGCTGTTGGGCCACAG TATTCCTCCCTGGGCTCGCAGCCCATCCT TGCCAGCATCCCGEGGEGCCTGETCCCCAAGLCAGCTCCGCY
231 241 5% 261 271 281 291

1142
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TGGCATCCAGGAGTGCCAGCACCAGTTCCGCGGCCGCCGG TCGGAACT GCACCACCGTCC

1142
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L 31 461 471 481 491 501 511 521 531 541 551 56
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Biosystems WO1A094E05_A7K9_T7long_B01_04_ABI24 Inst Model/Name 3500/3500 Instrument
' WO1A094E05_A7K9_T7long _ Nov 16,2017 10:15AM, JST
SIN G:222 A:189 T:169 C:285  pyimer B - T7 lon KB_3500_POP7_BDTv3.mob e L . ' Nov 16,2017 10:43AM, JST
: g — - - Gray 1
KB.bcp Pts 1775 to 8707 Pk1 Loc:1743 y line indicates quality value o 01624 presPanelt3so
KB1.4.1.8 Cap4 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3 version 6.0 HiSQV Bases: 707 (QV) < 40, Plate Name: 20171116_GNP
r 1 TTTTGACTGATAGTGEG AR CE TG TTEGTTGEC E TTGAT GC TGCT PTTCTITATAATGECRAETTT G TAL ] GCTGGG
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TCGGCGCGCCCACCCTTITGCTACCT TARGAGAGG AGC TTGT TCACAGG AAACITCACTTGCAGGTGTGCACG TCGTAGACGC GCGTGCACTCCTGGCAGCTGACGTAGCAGC
T4 ASC]_ 121 131 141 151 161 191 201 211 221

1144 Vechr «—1— AKUSGI'TB 1(w H3'75

e e o e lnmnhmmluumhm,m

CCAGTGG AACACGCAGCGGCAC TTCTCCCGGCGLCCGCTCCGCTCGCGCGTTGTG GCCGCGGCCGCAGCACAGCAGGTCGCAGCCGTCGATGCCGTGCGAGCTGACGTTGCAGG
23% 241 25T 261 271 281 291 301 311 321 321
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TGCGGTCGCGCGTGCCG GGAGCCCGTCTCAGGG TTGGGCTCGCAG GTTGGGC GAGGCCTCGTAGTAGACCAGGTCGCGLETCCGTGGGCACCTTG GTAGGTGTAGC G(
341 351, 361 371 381 384 401 411 421 431 441
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GGC CGCAGGGTCTCCACCCAGCCGCGGGACTCCCGGTGCTTCTCCACCACCATCTCCGAGGCGCTGTCGTACTTGTCCT TGAGGCGAAGTCACCGATGGCGCEGAAGTCGGGT
451 461 471 481 491 501 Sl 521 531 541 551
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TGC GACCACCAGCATGTCT TC
561 571 581 591 601 611 621 631 641 651 661
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