Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK clone name : pFLAG-CMV-2-WT-human Akt3

® Clone ID 5 RDB _ 06616

® Lot . 12821 _ A4Gg

@® DNA Concentration 7 25 nanogram/microliter

@® Volume ” 40 microliter

@® Form s DNA solution in TE buffer

@ Host - DHS5 alpha

@ Culture = LB medium

@ Antibiotics y 100 microgram/ml Ampicillin

@ Purification C QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis : 43 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Pstl : 6.1 kbp
EcoRI : 47,14 kbp
HindIlI : 49,13 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name
Sequence — A CMV-Forward
Sequence — B C-CMV24

Sequence - C

Sequence - D

APPROVED BY :

http://dna.brc.riken jp/index.html
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Bio 06616_12821_A4Gg_C-CMV24_B10_04 Inst Model/Name 3500/3500 Instrument
m<m.ﬂm3m 06616_12821_A4Gg_C-CMV24 Jul 24,2014 09:31AM, JST
SIN G:103 A:145 T:125 C:148 Primer B : CMV24 KB_3500_POP7_BDTv3.mob Jul 24,2014 10:04AM, JST
KB.bcp , Pts 1422 to 13721 Pk1 Loc:1399 Spacing:12.2 Pts/Panel1350
KB 1.4.1.8 Cap:4 5"ACAAGGCTGGTGGGCACTGGAGTG-3' Version 54 HiSQV Bases: 730 A Plate Name: 20140724_DNAbank_GNP
CTGAACGC ICTTCAG (G (CFG G iG AGGC C TG G GG 7GGGGTCACA G GG ATG CCAC CLfG GG ATCCTC TAG mamlmlm.qmme%nnm TATCAGATCTATCGATGARTTCGGCTTG
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AClLTAT TCTCGTCCAC TTGCAGAGTAGGAAAATTGAGGGAAAT GC GGCCGCCTCTCATTG TCCATG CAGTCCATACCAT CCTCATCATAT TTTTCA GGTGGGE TTAT T GT
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GTCT GAGC TGT AAATTCT TCAT CAAAATATCTAGTATCTGTCTICAC ATGTTACTTGAGG TTTAAAAGGAG GTACAAGCT TTTTATCATATACATCTTGCCAGT TTACTCCAG
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CTGTGTCTCAT TTTCTTTTGCATCATCTGGTCETCCACCAAGGCGTTTATTTGGATCCTTTATCAAGAGCCCTG TTTGCATCTGAAGAGAGT
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GTTCGAGG? RTT T4 TGTCTTCCATTAATAT TA i P ETPTTCTCAT G GTE ET6E CETTETAG GCT A CTCE CACACATCAT T TEATACATGAL C &G BT mmo
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CCCAC CAGTECTACTGECTC GECCATAGTCAT TAT CT TCTAACAC CTCT G GTGC CAGAT ﬂdnemm.oﬁonn.o GAATCGT CT TC Hmmﬂmmndmﬂ TIET BTG ATEE G TCTT
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