RIKEN Clone ID : IRAK014C23

Vector : pPCMV-SPORT6

@ Plasmid DNA purification

Date : (5 (0 22

Date: (10 23

Genome Network Project_Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

Lot#: 7893_A5Jm

Gene KRAS
Accession No. BC013572.2 1333 bp
CcDS 567 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date: [H (0 23
DNA concentration (O.D.): 99 ng/ul
DNA [ ul
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7 ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence

Date : /5”0?9

Primer A Reverse2
Primer B M13
Primer C =
List of http://dna.bre.rikenjp
Sequencing /en/GNPclone3den.ht
Primers ml

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

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

< Size of fragment expected from this clone >

EcoRI 5.1, 0.58 kb

Xhol 5.7 kb

EcoRI + Xhol 4.3kb (Vector)

0.79, 0.58 kb
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : f5//ﬂ/"‘

£].0

DNA (99  ng/ul) ul
10x TE Z22 1 ul
dH,0 207.7 ul
Total 320, 4
@® Shipping

'{éonc. 25 ng/ U 2, Volume:40 12
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|IEC| IRAKO14C23_A5Jm_Reverse2_F01_16 Inst Model/Name 3500/3500 Instrument

BIOSyStemS IRAKO014C23_AS5Jm_Reverse2 Nov 04,2015 01:55PM, JST
SIN G717 A929 T:532 C:536  Primer A | Reverse? KB_3500_POP7_BDTv3.mob Nov 04,2015 02:31PM, JST
KB.bcp Pts 1712 to 12337 Pk1 Loc:1689 Spacing:11.05 Pts/Panel1350
KB1.4.1.8 Cap:16 5 GCGGATAACAATTTCACACAGG 3 version6.0 HiSQV Bases: 711 Plate Name: 20151104_mix
CAT € GTIAGG € IATTTAG GTGIGACTATAG AACRAGTT T-GTAC GCAGGCTGETACCG G TCCE GAN TCLCGGE ATAT CGT CGACICCACG LG TCEGE GG RACG
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- CGTGGGRETGGCG GCGGCEG GGEGTGGCGGCGGCTCGGCCAGTACTCCCGGCCCCCECCATTTCGGACTGE GG PGCGAGCGCGEGCGELCAG GEACTG GGCGGCGGCGGGGCLAG
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GGCTCAGCGGC TCCCAGGTGCGGGEGAG AGAGGCCTGCTG AT GAD TG AATAT ACT TGTGGTAGTTGGAGCTGGTG GCGTAGGC GAGTGEC TTGACGATACAGCT TTE
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Applled IRAK014C23_A5Jm_Reverse2_F01_16 Inst Model/Name 3500/3500 Instrument

Biosystems
y IRAK014C23_A5Jm_Reverse2 Nov 04,2015 01:55PM, JST
S/N G:717 A:929 T:532 C:536 KB_3500_POP7_BDTv3.mob Nov 04,2015 02:31PM, JST
KB.bcp Pts 1712 to 12337 Pk1 Loc:1689 Spacing:11.05 Pts/Panel1350
KB14.18 Cap:16 Version 6.0 HiSQV Bases: 711 Plate Name: 20151104 _mix
F Y% BT AL € BA G G T'TA TCGG AATIT.CC. TTTTATT G EATEALC GAC AGAEA €6 TG TG ATE ATGECC TTC TATACAAT AG 2T E6 AG T C G
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Applied

- IRAKO14C23_A5Jm_M13(-40)_GO01_19 Inst Model/Name 3500/3500 Instrument
Higsystems IRAKO14C23_A5Jm_M13(-40) Nov 04,2015 01:55PM, JST
SIN G:590 A:1175 T:794 C:7 Primer B : M13 KB_3500_POP7_BDTv3.mob Nov 04,2015 02:31PM, JST
KB.bcp , Pts 1453 to 12629 Pk1 Loc;1430 Spacing:11.01 Pts/Panel1350
KB14.1.8 Cap:19 5 GTTTTCCCAGTCACGACGTTGTA 8 Version 6.0 HiSQV Bases: 914 Plate Name: 20151104_mix
CGT €Cag T € TG TIRT TAC G ACTCAG TAT GGG CCAE T T TG TAL G GCTGGGTACGCG T GOT TG GGCCCCTCGAGGG ITACTC TAGAGCEGGLEEGECCCIL T
il g &7 25 33 41 : 9 57 5 73 89 ] 97 10
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PR TTTTTTTTTTTATL G TAT TATTTT GGGEGGAG AGTGACCATGACT TAGCAGTGG GG .G C C 8T TG TG CAGTG T ETTPFACAT TEGEGT CAGGG
113 121 129 137 145 183 161 169 17T, 185 193 201 209 217
gc013572.2 (v 1333)
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TG AC CTATAGG ACATGATGCCTAG TCATCATCAGGAAGCCCAT TN GT G T TE TGTTTCAGTA : ce TTAG GGTCTC CTG TTAGT
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Applied IRAK014C23_A5Jm_M13(-40)_G01_19 Inst Model/Name 3500/3500 Instrument
Biosystems
IRAKO014C23_A5Jm_M13(-40) Nov 04,2015 01:55PM, JST
SIN G:590 A:1175 T:794 C:751 KB_3500_POP7_BDTv3.mob Nov 04,2015 02:31PM, JST
KB.bcp Pts 1453 to 12629 Pk1 Loc:1430 Spacing:11.01 Pts/Panel1350
KB1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 914 Plate Name: 20151104 _mix
TGTAC i TTACEACTITIGETAR PAGT AT GEETT G GTAC TTEGTATTTACAT T PACACACT I T GTETTTEGACGTTE T ST CE TOT T'I"T'DA CCR |
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