Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pcDNA3Flag—hExipK53A
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@ Clone ID . RDB _08185

® Lot = 08185 _ ASEi

@ DNA Concentration . 25 nanogram/microliter

@ Volume : 40 microliter

@ Form : DNA solution in TE buffer

@ Host : DH5 alpha

@ Culture . LB medium

@ Antibiotics : 100 microgram/ml Ampicillin

@ Purification = QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well

Erectrophoresis : 43 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI : 6.5 kbp
Bglll E 52,13 kbp
kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence — E -
Sequence - B BGH _rev Sequence - F -
Sequence - C - Sequence - G =
Sequence - D = Sequence - H - PN
APPROVEDBY: | ——
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) Applied

w_0m<mﬁm3w 08185_08185_A5Ei_CMV-Forwaed_C09_09

08185_08185_A5Ei_CMV-Forwaed
KB_3500_POP7_BDTv3.mob

S/N G:206 A:167 T:107 C:116 primer name _P CMV-Forward

Inst Model/Name 3500/3500 Instrument
May 20,2015 06:14PM, JST
May 20,2015 06:40PM, JST

KB.bcp ) R AN ; Pts 1280 to 13158 Pk1 Loc:1257 Spacing:11.68 Pts/Panel1350
KB 1.4.1.8 Cap9 SPRERIAES EEAALCERERACS Version 6.0 HiSQV Bases: 1036 . Plate Name: 20150520_MGE2
TEG TAC ACTITCC G CICCAT TG FC GC TGGGCGGTAGGCGTGTI/CGGTGGG *GETCTATAT GCAGAGCTIC TCTGGCT CTAGAG CCCACTGCTTACTGGCTTATCG
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TCTGGGAGGTGCCCGAGCGTTACCAG CCTGTCTCCAGTGGGCTCTGGCGCCTATGGC TCTGTGTGT GCTGCTTTTGACAC CGGGGTTACGTGTGGCAGTG
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TACACETGC GGTCTCTGGAGG e TGATGTGTATCTGGTGACCCATCTCATGGGGGCAGATCTG TTGTG TG6TC GC TTACAGATGACCATGTTY
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ShAGTT BT TADCT TTCTECCGAGGTCT GTATATACATTCAGCT GACAT TTCACAG GG ACCT CET TETAGCTGTG TG GACTGTGAGCTG
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Applied

) Bi osystems 08185_08185_A5Ei_CMV-Forwaed_C09_09 Inst Model/Name 3500/3500 Instrument
08185_08185_A5Ei_CMV-Forwaed May 20,2015 06:14PM, JST
S/N G:206 A:167 T:107 C:116 KB_3500_POP7_BDTv3.mob May 20,2015 06:40PM, JST
KB.bcp Pts 1280 to 13158 Pk1 Loc:1257 Spacing:11.68 Pts/Panel1350
KB1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 1036 Plate Name: 20150520_MGE2
GATTCTGGATTTT GGACTGGCTCGGCACACAGATGATG TCACACGC CTACCTE ECCACTAG GTEC TACAGGEE TECT GACATCATGE TG AAC TGEATGCATTAC
6 685 694 703 712 721 730 739 748 757 766 775 784
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CCAGACAGTTGATATTTGGTCAGTGGG ATGCATAATG GCCGAGCTGTTGACTGG CATTGTTTCCTGG TACAGACCATATTGATCAGTTG TCATT T
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Applied

08185_08185_AS5Ei_BGH_rev_D09_12 Inst Model/Name 3500/3500 Instrument
g w_0m<mnm3m 08185_08185_A5Ei_BGH_rev May 20,2015 06:14PM, JST
S/N G:127 A:95 T:88 C:95 primer name B BGH_rev KB_3500_POP7_BDTv3.mob May 20,2015 06:40PM, JST
XW.UOU 5-TAGAAGGCACAGTCGAGG-3' Pts 1277 to 13131 Pk1 Loc:1254 mﬁmo_:m“._._.mm Pts/Panel1350
KB 1418 Cap:12 Version 6.0 HiSQV Bases: 1023 Plate Name: 20150520_MGE2
GA C(TIGCRATTTAG G TG iCIC TATAG AATAGGGCCCTC TAG|TGIT TGTTCCCA TG AG mmﬁﬁaononqo CAGTGAAGTGGGATCAACAG AACAG CC2 GETGC TCAGG
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G'rEeN TETEE T ET NNGST C GGGGTGGT GGC ~.C GCTGATGACTT CATCATAG G TCAGGC TTT TLCAC TCA TIC TAIT CEAGGSTCEETGLC TTTCAR GGACTGATCAT
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GEAT G GUCCACTGG TTCATCATCAG GATC GTGGTACTGAG C GTAGGCATGTGC GGGCTTGGGCCGC TGT TTCTCTTATCTGAGTCC TR C TE&T TETEEAGT
235 244 253 262 2171 280 289 298 307 316 325 334
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GTCGACAGAG CTE TG GG FATTTTEGTT GCTCAGCCCCTGGGGTTCC CG T ETT TG GETTC CTG TC TATGETET GT AC CAGG TGT T
352 361 370 379 388 397 406 4315 424 433 442 451
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CTTECAGTE CAGCTCGEGGECECATTATG CCCACTGACE CTGT ETE GTTGT TECATCCAGTTCAGC ATEATCTCAGGBAGCECEE TG TAC CACE TAGTCGGE C
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1160
o 2/\62
0 i VW UVVY />>>>§>> [ YW [y
CETAGE G T GTCATT TEATCATET GTETECEGAGCEAGTEC TCCaG TCTTCAGE TE PETTCAPTCACAGCT T TRACTAGGT ITT TAGGTC CETGEGTG T
568 577 586 565 604 613 622 631 640 649 658 667 676
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) AppPnea .
m_0m<mﬁm3m 08185_08185_AS5Ei_BGH_rev_D09_12 Inst Model/Name 3500/3500 Instrument

08185_08185_A5Ei_BGH_rev May 20,2015 06:14PM, JST
S/N G:127 A:95 T:88 C:95 KB_3500_POP7_BDTv3.mob May 20,2015 06:40PM, JST
KB.bcp Pts 1277 to 13131 Pk1 Loc:1254 Spacing:11.66 Pts/Panel1350
KB 14.1.8 Cap:12 Version 6.0 HiSQV Bases: 1023 Plate Name: 20150520 _MGE2
TGT CAGCTGAATGTATATACTTTAGACCTCGGAGAATTTGGTAGATAAGGAACTCAACATGETCATC TGTAAGCT TC TGACAT TTCACAATGTTGT TCAGATCTGCCEC
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