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

RIKEN Clone_ ID : IRAK049P13 Loti#: 7893 AdH4
Vector : pPCMV-SPORTG6 Gene CD1D
Accession No. | BC027926.1 2329 bp 1..2329
cDS 1008 bp 500..1507
@ Plasmid DNA purification
Date : (40304 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date : (4080H Purification : QIAGEN Miniprep kit => dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (40%0h

DNA concentration (O.D.): 230 ng/ul
< Size of fragment expected from IRAK049P13 >

DNA 0.2 ul

Enzyme (EcoRI+ Xhol ) 0.5+ 0.5 ul EcoRI 5889, 822 bp

Buffer H 1 ul Xhol 6711 bp

dH,0 7.8 EcoRI + Xhol 4339bp (Vector) 1550, 822 bp
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : [4080/
@ Confirmation of the insertion sequence DNA ( 230  ng/ul) $H.0 ul
10x TE 777 ul
Date : [40%04 dH,0 {8 ul
Total hp2.0 ul
Primer A Reverse?2
Primer B M13 Shipping
Primer C poly(A) region primer #0
List of http://dna.brc.rikenjp Cone.: 25 ng/ 1 Q. Volume: 40 ¢ 2
Sequencing /en/GNPclone3en.ht
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é‘igggllset%ms IRAKO49P13_AdH4_Reverse2_A02_02 Inst Model/Name 3500/3500 Instrument
IRAKO49P13_A4H4_Reverse2 Aug 06,2014 09:26AM, JST
SING22 A20 TATC28 | Bgiioie A+ Ravaraa? KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST
KB.bcp , P 1304 to 12774 Pk1 Loc:1281 Spacing:11.53 Pts/Panel1350
KB1.4.1.8 Cap2 5 GCGGATAACAATTTCACACAGG 3 n5.4 HiSQV Bases: 997 Plate Name: 20140806_mix
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Applied

'Bi osystems IRAK049P13_A4H4 Reverse2_A02_02 Inst Model/Name 3500/3500 Instrument
IRAKD49P13_A4H4_Reverse2 Aug 06,2014 09:26AM, JST
S/N G:22 A:20 T:17 C:26 KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST
KB.bcp Pts 1304 to 12774 Pk1 Loc:1281 Spacing:11.53 Pts/Panel1350
KB 14.18 Cap:2 Version 5.4 HiSQV Bases: 997 Plate Name: 20140806_mix
' ITCCAGATCTCGTCCTTCGCCAATAGCAGCTGGAC GCGCACCGACGGCTIGGCGTGGCTGGGGGAGE TGCAGACGCACAGCTGGAGCAACGACTCGE ACACCG TCCGC T(
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pplied

» IRAKO49P13_A4H4_M13(-40)_B02_05 Inst Model/Name 3500/3500 Instrument
BlosyStemS IRAK049P13_A4H4 _M13(-40) Aug 06,2014 09:26AM, JST
SING5ATT7CH Primer B : M13 KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST
KB.bcp , , Pts 1267 to 12793 Pk1 Loc:1244 Spacing:11.62 Pts/Panel1350
KB1.4.18 Cap5 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 5.4 HiSQV Bases: 210 Plate Name: 20140806_mix
GG CCG G CGCCET G(C TTATIATACGAC TCACTATAG G G iCCIC TTCGTAIAAG GCT GG EIACGC GTAAGE TTGE GGCCCETES AGGGITACTE TAGAG CGeC EE cloclrT 1Y
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Applied

) Biosystems IRAK049P13_A4H4_M13(-40)_B02_05 Inst Model/Name 3500/3500 Instrument
IRAKO49P13_A4H4_M13(-40) Aug 06,2014 09:26AM, JST
SING5A7T:7C6 KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST
KB.bcp Pts 1267 to 12793 Pk1 Loc:1244 Spacing:11.62 Pts/Panel1350
KB 1.4.18 Capb5 Version 5.4 HiSQV Bases: 210 Plate Name: 20140806_mix
FECC T TG AT T CT'T GGA A G AC C CAT TG GGGGATTT TEGEEEGEE C T IT TEC 2 T T B eR T GAT [eleiclcre
) 685 691 697 703 709 715 721 727 733 739 745 751 757 763 769 775 781
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GCECTCAGACTEGT COC ACTTAT TTICFGABA TTCTC STACT CC
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Applied

Jm Biosystems IRAK049P13__A4H4_GNPmixturt'e_COZ_08 Inst Model/Name 3500/3500 Instrument
IRAK049P13_A4H4_GNPmixture Aug 06,2014 09:26AM, JST
S/ING:12 A:113T:10C:12  Primer C: Poly(A) region primer #0 KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST
KB.bcp , Pts 1284 to 12641 Pk1 Loc:1261 Spacing:11.54 Pts/Panel1350
KB 1.4.1.8 Ca_p:8 : ? TTTTTTTTTTTTTTTTTTTTNNN 3 Version 5.4 HiSQV Bases: 929 Plate Namfzm 2014.0806_mix
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‘ éigspgl;set%ms IRAKO49P13_A4H4_GNPmixture_C02_08 Inst Model/Name 3500/3500 Instrument

IRAK049P13_A4H4 GNPmixture Aug 06,2014 09:26AM, JST

SING:12 A:13T:10C:12 KB_3500_POP7_BDTv3.mob Aug 06,2014 09:53AM, JST

KB.bcp Pts 1284 to 12641 Pk1 Loc:1261 Spacing:11.54 Pts/Panel1350

KB 1.4.1.8 Cap8 Version 5.4 HiSQV Bases: 929 Plate Name: 20140806_mix

i TTGCG CCTGAGGTCCAGAGGTC CTGGGTTC (*G AGACACAGATGTGGC GGCGAGTCACAGG ACGCCCTGATAGG GTITTGECTE T T CCGGG “GGT LGC(
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JCICAATGAGGAGGAALAGC GCACGCCC A CGGACT GCLC GGCAATC GCCCATGG iI6 GTGTAGCTC CC FCCCCCAGTAG AG GACGARTG TCCCTGG CCC 1C(T#G ACTG
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CTGT GCTTC ACCCGACIAGE AC G CCICA CCTG CCICCCCCALC CTACCA CATCCAGGGE TTIG (TTCGGAAGATAARCCATE TCTHMGITCAGCA TITGGGE A GITIG TCCCTC
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