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RIMZH
BRC

clone name : pMXs—-IRES-GFP_CA-Akt(E40K)

@ Clone ID

® Lot

@® DNA Concentration

® Volume
® Form
@ Host

@® Culture

@ Antibiotics

@ Purification

RDB _ 14514

14514 _ AbLe

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

Erectrophoresis :

Restriction enzyme

100

—
—
=
e
—
e

-

-
L

ey

14514

Nhel

uncut
Sall

o
b
o

)

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Expected size of fragment

Sall 7.4 kbp
Nhel 48,26 kbp
kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence - A pBABEY Sequence — E | SV40pA3'element Reverse
Sequence - B IRES-R Sequence — F -
Sequence — C IRES-F Sequence - G - o
Sequence - D Amp_R Sequence - H - 9
APPROVED BY : |

http://dna.brc.rikenjp/index.html



> Applied

A a8 stems ook_oamm&mrw% %%Dwmm.w:%mm%%m_ﬁ Inst goa@_\zma:w wmmooﬁ“mmown w_“wﬁdmﬂ
mm,_cmﬁm A:374 T:255 C:332 primer name A : pBABES mmwwmwoumoEMmmfwe% Jan N.m_mo: 10:09AM, JST
B 1418 Cap22 5 CTTTATCCAGOCOTCACS  Varsin60 MISQV Bases: 1011 Plte Narms: 20170125 kiake
ﬁ Hmnn T SHM EA TA TG mGan,: T Mmommn nnmmamnnmnﬂ”a : nqammnam ooowm CATG mqam GTT o_MN g moonomwoanano Soonqm naﬂgoo,
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Applied

- Biosystems D04073B5_A6Le_1_pBABES'_HO01_22_ABI24 Inst Model/Name 3500/3500 Instrument
o D04073B5_ABLe_1_pBABES' Jan 25,2017 09:37AM, JST
S/IN G:313 A:374 T:255 C:332 KB_3500_POP7_BDTv3.mob Jan 25,2017 10:09AM, JST
KB.bcp Pts 1480 to 13645 Pk1 Loc:1457 Spacing:12.23 Pts/Panel1350
KB14.1.8 Cap:22 Version 6.0 HiSQV Bases: 1011 Plate Name: 20170125 kitaku
GTGG ¢ GECTGAE GAGC GEGEAAGART CGGCCACEGC CATTCAGACTE T GCCAGATG GACT CAAG AG GCAGGE AAGAAGACGACGAT GGAC TTCCGAT CAGGCTCAC CCAG
676 685 694 703 712 721 730 739 748 757 766 775
1014
S8BT ’
O ! A .:r.h..» _—.».. .-’—t... 4

TGACAACTCAGGGGCTG GAGATGGAGGTGTCCCTGGCCAAGCCC GCACCGTGTGACCATG CGAGTTTGAGTACCTG GCTACTGGG CAAGGGCACCTT TG G
784 793 802 811 820 829 838 847 856 865 874 883

GAAGGTGATTCTGGTG GAG G GCCACAGGCCGC TACTATGC CATAG GATCCTC GAAGGAGGTC enm%nmmn_o GGATGAGGTIT GCCC
892 901 910 919 928 937 946 985 964 973 982

1014

507

0 v

TTACTG AG CCGTGTCC TGCAG CITG TLA GEC AT ECE TITCC ITTAY &6 CC8TE E TAC TECRATND CC AL ACEE ALE AaCE Glee TET
1009 1018 1027 1036 1045

1014

507

0

TTG T EC T G Ag T TG GCE 5 C GGG G C G AG C TC T T (G T c & c TG 2 T Cg G G C G TG T¢ TTTLC T T
1 1090 1099 1144
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# Y Bi D04073B5_A6Le_1_IRES-R_F03_18_ABI24 Inst Model/Name 3500/3500 Instrument
KSystems D04073B5_A6Le_1_IRES-R Jan 25,2017 09:37AM, JST
SIN G:350 A:292 T:295 C:312  primer name B : IRES-R KB_3500_POP7_BDTv3.mob Jan 25,2017 10:09AM, JST
KB.bcp _ Pts 1461 to 13485 Pk1 Loc:1438 Spacing:12.26 Pts/Panel1350
KB1.4.1.8 Cap:18 S-ACATATAGACAAACGCACACC-3 Version 8.0 HiSQV Bases: 952 Plate Name: 20170125 kitaku
GC 1C'GCGGC 1CG G (AGT|ACGTTAGG GGGGGGGG GGG G AGGGGGGGGGGGGGCG6 A TTTACGTAGCGGCCGCGGCGCGCCGGCCCTCG AGGCCTGCAGG ~ATTC
i 10 19 28 37 46 55 64 73 82 91 100 1
Aot L Xhol ERL
780 ‘
) : W ol r:
mmon_qn G GCTGTGCCAC TG GCTGAGTAGG CTGGGGGAAGTGC GGCCTCCGCTCAC TG TCCACACACTCCATGC TGTCATCTTGATCAGGCGGCGTGAT T _
09 Uxuﬁ 118 127 136 145 154 163 172 181 190 199 08 217
780 < Tﬁ\_ \A\\\N\QQN% AR TS \%.m\y
> il _5 ____,___._,;_,__ﬂ..,;,_‘___,:; AN e
0 ; A .mln.!)__l_-_-i_jq-),) »» b »n bp ARRVNAPAIAN -)—»b)mb AATRAVA ARV A
TGAGCTGTGAACTCCTCATCGAAATACCTEGTGTCAGTCTCAGAGGTGACCTGGGGCT ANGGTG GGCTCAGC TTCTTCTCATACACAT CCTGCCACACGATETTGGE
226 235 244 253 262 291 280 289 298 307 316 325 334

780

> W oo o N e

CCGGTGCTGCATGATCTCCTTGGCATCCTCGGAGCCCCCACCGBAGCCTCTGTGTAGGGTCCTTCTTGAGCAGCCC GGAGAGCAGGGACTTGGCCTCAGGGCLGAGTGETGC
343 352 361 370 379 388 397 406 415 424 433 442

780

20 ::: :; ) D_,.;:;,EE;,E:,EE?:.,..;:.ﬁ.E.E::_..:EF:_;_;,

GCG GG GCGGATCTCCTC TGAGGATCAGCTCG CTTCTCGTGGTCCTGGTTGTAG GGGCAGGCGEGGECCACACATCATCTCGTACATGEACCACGC CCAGCCCCC AL
451 460 469 478 487 496 505 514 523 532 541 550 359

780
390
o MWW 0l WA . ; A : N\l g r;rw:.r;?:;. .:_ WA AW M VWA MWWy
TCAGBTECAETEE G CC ~GTC G CCTCCAGCACCTCAGGG GCC D.MH CTC CG GCGTTCCGCAG TeTEET ET R CACERT CETYE ATCEEE TEGT TG G
568 5oy 586 595 604 613 622 631 640 649 658 667
780

390

0 ::._._t._...E::?-.;.FEr::._L.EL::_.: AWM W AN MMM Y
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Applied

w_0m<m.nm3m D04073B5_A6Le_1_IRES-F_H12_24_ ABI24 Inst Model/Name 3500/3500 Instrument
D04073B5_A6Le_1_IRES-F Dec 22,2016 02:44PM, JST
S/N G:55 A:45 T:31 C:53 primer name ( : IRES-F KB_3500_POP7_BDTv3.mob Dec 22,2016 03:11PM, JST
KB.bcp . Pts 1533 to 13110 Pk1 Loc:1510 Spacing:11.68 Pts/Panel1350
KB1.418 Cap24 S-TTGTATGGGATCTGATCTGG-3' Version 6.0 HiSQV Bases: 1000 Plate Name: 20161222 kitaku
T (€ TTTA TG TG T TTAG TCGAGGTT] ACGTCTAG GCCCCCCG AARCCACGBGGG /CGTGGTTT TCCTTTG CACGATGATAATAT G GCCACARCHATGE G T
19 28 46 55 64 73 82 91 100 > W.omv
~er t
e IRES2
0 ) )
G AGCAAGGGCGAGGAGECT GTTCACCGEGGEE TG GTGCCCATCCTGGTCGAGE TG GACGGCG ACGT CGGCCACAAGTTCAGCGTGTCCGGCGAGGGLG AGGGLGATGCCALD
118 25 136 145 154 163 172 181 190 199 208 217
1134

o U

CTACGGC GCTGACCCTG GTTCATCT GCACCACEGGC GC TGCCCGTGCLCCTGG CCCACCC TCGTGARCCACCETGACC TACGGCGE TGCAGTGC TTCAGCCGCTACCCCG
226 235 244 253 262 271 280 289 298 307 316 325 334

1134

T Wiy , Wl g???%gé%%g

CCACATG GCAGCACGACT TCTTC GTCC GCCATGCCCG GGEC TACGTCCAGGAGCGCACEATETTCTTCAAGGACBACGGEC CT AC GACCCGCGCCGAGGTG

343 352 361 370 379 E 388 397 406 415 424 433 442
1134
. ?@??sﬁ%%%éé?%i??
0 113 )>>>>D>>
TCGAGGGCGACACCCTGGTG CCGCATCGAGCT GG GCATCGACT TC GG AGGACG GC (& TCETGGEGEGGCAC GETE GAGTAE T C CAGECAG EETET
451 460 469 478 487 496 505 514 523 532 541 550 559
11 34
o />>>>P
0 géggzﬁgégés\ 5\52??32%5\%/555 AN
TCATGGCCGAC G CGGCA GGTG G T TEC GC CALC CATCGAGCACGGCAGCEBGTGCAGCTECGCCGACEAGTAGCCAGCAG CAC CCC caA1
568 577 586 595 604 613 622 631 640 649 658 667
1134
567

T T A L L L T L T L N T Y T \tyvrave.
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Applied

Y w_0m<mﬁm:._m D04073B5_A6lLe_1_IRES-F_H12_24_ABIl24 Inst Model/Name 3500/3500 Instrument
D04073B5_A6Le_1_IRES-F Dec 22,2016 02:44PM, JST
SIN G:55 A:45 T:31 C:53 KB_3500_POP7_BDTv3.mob Dec 22,2016 03:11PM, JST
KB.bcp Pts 1533 to 13110 Pk1 Loc:1510 Spacing:11.68 Pts/Panel1350
KB 1.4.1.8 Cap:24 Version 8.0 HiSQV Bases: 1000 Plate Name: 20161222 kitaku
CGGCGACEGEGOCCCETECTGCTGE CCGACAACCACTACC TG AGCACTCCAG TCCGREC TG AGL GACCCCAACGA GA AGCGCEATCACATGE GTEETG LTGEGAGTTCE
676 685 694 703 712 721 730 739 748 757 766 775
1134
567
0 E%ggé;\ftgg&ég%%g%
GTE AGC GCC G C6 GGATCAC TC TCEEEATE GACE AGE TG TACAAGT GO GCCEECCGCCAGCACAGT GG TEEACE AT T GATTTTATTTAG]
784 793 802 811 820 829 838 847 856 865 874
Sall
1134
567
0 éz%%igg{)l%%%%ig
EETECAD L iG6 GIGEE AATG G ACCCCACCTGTAG GTTTCIGC GOCTAGGETT G T EBECCCATTITTGC G € ATEEE
883 892 901 910 919 | 928 337 946 973
1134 _
567
0 e O e PO il i P iR S iot- 8 e ——
€ TEEA G T AL A G &TT GA G AT EARE GOTTC GG @ AG RAAT €6 € A GET TG TANT GGG TCE ce GG T AT
982 991 1000 1009 1018 1027 1036 1063
1134
567
T MM B CAJIE WrT & TP € £ 8 € 686 € TTC & T e G C GG o G CC TTGG T T 6 G
1072 1081 1090 1108 1117
1134
567
O N —————
& G
1126
1134
567
0 —
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/152 Applied
J A\ Biosystems D04073B5_A6lLe_1_Amp_R_G03_21_ABI24 Inst Model/Name 3500/3500 Instrument

D04073B5_A6Le_1_Amp_R Jan 25,2017 09:37AM, JST
SIN G:900 A:1044 T:701 C:863  primer name ) : Amp_R KB_3500_POP7_BDTv3.mob Jan 25,2017 10:00AM, JST
KB.bcp Pts 1478 to 13512 Pk1 Loc:1455 Spacing:12.22 Pts/Panel1350
1 ]
KB1418 Cap:21 5'-GCGACACGGAAATGTTGAATA-3'  version 6.0 HiSQV Bases: 1005 Plate Name: 20170125 kitaku
eI & & TIT J¢ TATT m_q,m_ GCAT TIATCAG GG TTAT TG TCTCATG AGCG G ATACATATTTSG TGTATTTAG T & ) GGGGTTCCGCG|CACATTT CCCC
. 10 19 28 37 46 55 64 73 82 91 00 109
& \Ts §§qm.\
1318 _ PR
659
0 NV A |
G GTGCCACC TG CA T T G2 AGACCCCACCTGTAGGTTTG GC GC TAGCTT GT CGCCATTTTGC GGC AT GG J TACAT ~CTGAG TAG ET'TE
118 1:27 136 145 154 163 172 181 190 199 208 217
1318 h\ﬁmw
659
g N\ \
GATCAAGGTCAGG? CAGAT GG CAGCTG TATGGGCC CAGGATATCTGTGGT GCAGTTCCTGCCCCGGCTCAGGGCC! GAACAGATGG CAGCTGAATATGGC
226 235 244 253 262 271 280 289 298 307 316 325 334
1318
659 —
0 : ‘A
sCCAFL CAGGATATCTGTGGT GCABRTTCCTEGCCCCGRECTCAG GG CE G CAGATGGTCLCCCAGATGCGGTCCAGCEC TCAGCAGTTTC TAGAG CCATCAGATGTTTEC
343 352 361 370 379 388 397 406 415 424 433 442
1318
659
g I\
GGGTGCCCC . GGACCTG ¥ TGACCCTGTGCE T TAT TT GARAE T ce TOARGTTCEEGCTT CYCGETICTED TEEEEEGCT TETEGET CEC CGAGETE T GAGCCCAC
451 460 469 478 487 496 505 514 523 532 541 550 559
1318
659
0 .. WY .
j: CCC CTOACT CEGE GCEE CACTCETCCEAT TEACTCAG TEGCLCEGGTACEE GTETATELC T CECTE TP ECAGETGCEAT ECEGACTE TG TG BT CT CEC TGET TCC'T TG
568 577 586 595 604 613 622 631 640 649 658 667
1318

3 WA A A e s i e e W e
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N2, Applied
%‘ u ) Biosystems D04073B5_A6Le_1_Amp_R_G03_21_ABI24 Inst Model/Name 3500/3500 Instrument

D04073B5_A6Le_1_Amp_R Jan 25,2017 09:37AM, JST
S/N G:900 A:1044 T:701 C:953 KB_3500_POP7_BDTv3.mob Jan 25,2017 10:09AM, JST
KB.bcp Pts 1478 to 13512 Pk1 Loc:1455 Spacing:12.22 Pts/Panel1350
KB14.1.8 Cap:21 Version 6.0 HiSQV Bases: 1005 Plate Name: 20170125 kitaku
SGAGGGTCTCCTC TG AGTGATTGACTACCCG TCAGCGGGGGTCTTTCAT TTGGGGGCTCETCCGGGATCGGGAGACCCCTGCCCAGGG FCCACCGACCCACCACCGGG
676 €85 694 703 712 721 730 739 748 157 766 775
1318
659

o A A e A A MM M N NN

GGT GCTGGCCAGC CTTATCTGTGTCTETCCGATTGTCTAG TGTECTATGACTGATTTTATGCGC CTGEEGTC G EGTACTAG TTAGCTAACTAGCTETGTATLETG G
784 783 802 811 820 829 838 847 856 865 874 883

1318 \_\:\E\R

659

o Tk

CGG ACCCGTGG TGG CTGACGAGTTCGGAACACCC GG CCECAACCETGEGGG AGACGTCCEA CGGACTTCGEGEGCCEGTTTTTGETGGE CCCGACCTGAG
892 901 910 al1s 928 937 946 955 964 973 982

TCCC GATC G TTTT GG ACTC TTT GG Hmﬁ.nonOOm_O TT T G T CG T CTEE T
1000 1009 1018 1027 1045

e GG T CE G {3 T © i@ "TEeg 'ThG G TE T G C T T c GG oy i G G a2 C GG G ccC G C G cC G C G & i
1072 1081 1090 1099 1108 18 T 1126
1318
659
0 > I*L%i‘%'\'ﬂ‘ﬂikiw"h’\\”ﬁ. ————
(= il G b S L A i ] o T 16
1135 1144
1318
659
0 e —— —— —
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D04073B5_A6Le_1_SV40pA3'element Reverse_H03_24 ABI24 Inst Model/Name 3500/3500 Instrument

D04073B5_A6Le_1_SV40pA3'element Reverse Jan 25,2017 09:37AM, JST
S/N G:401 A:442 T:265 C:363 primer name E : SV40pA3'element Reverse KB_3500_POP7_BDTv3.mob Jan 25,2017 10:09AM, JST
KB.bcp Pts 1498 to 13259 Pk1 Loc:1475 Spacing:12.12 Pts/Panel1350
KB14.18 Cap24 5-CTCTGACTTGAGCGTCGATTT-3' Version 6.0 HiSQV Bases: 969 Plate Name: 20170125 kitaku
(G T°G'G GGGCGG:G CTATGG | CE0 (AGCARLCCE CCETTT TIACE GTT CET e6COTTTT 60T GEeC T T TT GCTCACATE TTETTTCCT GCET TAT CCCETGATTE

10 19 28 37 46 55 €4 73 g2 91 100 109

1052

526 ’ '

0 ’, o’ A A 3 ) v
TGTGGATAACCGTATTACCGCCTTTG AGTGAGCT GATACCGC TCGCCGCAGCCG AACGACCGAGCGCAGCGAGTCAGTGAGC GAGGARGC GGAAGAGC GCCCARTACGCH (

118 12 136 145 154 163 172 181 190 208 217

1052

526 » p

0 k A
S CGCCTCTCCCCGCGCGTTGGCCGATTCAT TAATGCAACTATGGC CATT TAAT GTAAATAC T TAAG CCARATTAATTTTGAT TGCTGCATGTG GACEEEC
226 235 244 253 262 271 280 289 298 307 316 325 334

1052 LT
0

GCTGACGGGTAGTC TCACTCAGAGGAGACCCTCCC GG AACAGCGAGACCACAAGTCGGATGC CTGC GAGGGTTTATT GG ATACACGGGTACCCGGGCGACTCAGTC

343 352 361 370 379 388 397 406 415 424 433 442 45]
1052
| — :E
- LUV A
TE6EGAS GACTGGCGEECECBGAGTGAG GGG T TG TG GGCTETTTTATTGAGETCGGEBGAGCAG GCGCGCG ChG GCGAG GCG CTGATTGGTTAGTTC T G
L 460 469 478 487 496 505 514 523 532 541 550 559
1052
526
o VYWV | A VY |
GC AC GGETCATTTCAGGTEGETTEGG GCAC CCTEG CATCTGATGGTTCTCTAG BTEETEAGE GETERACE GEATCLEGGEGEACCATETET TC T TG GC CETE AGCC
568 577 586 595 604 613 622 53T 640 649 658 667
1052

L O e e o e
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. .
AN %wm_‘%ﬂam D04073B5_A6Le_1_SV40pA3'element Reverse_H03_24_ABI24 Inst Model/Name 3500/3500 Instrument

\
]

D04073B5_A6Le_1_SV40pA3'element Reverse Jan 25,2017 09:37AM, JST
S/N G:401 A:442 T:265 C:363 KB_3500_POP7_BDTv3.mob Jan 25,2017 10:09AM, JST
KB.bcp Pts 1498 to 13259 Pk1 Loc:1475 Spacing:12.12 Pts/Panel1350
KB 1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 969 Plate Name: 20170125 kitaku
GCGGCAGGAACTGCTTACCACAGATATCC TGT TTGGCCCATAT TCAGECTGT TCCATCTGT TCT TG GCCCTGAGCCGGEGCAGGAACTGC TTACCACAGATATCCTGT
676 685 694 703 112 721 730 739 748 757 766 775
1052
526
o M PEIIM A OO Bont NN 4 O MOY000: 0000
TTGGCCCATAT TCAG[CTGTTICEATC TG T TCETGACC TTG ATCTEARACT TETE TATTE TCAB TTATGY jéi_i”n TE BCITTGE TGGCGETTACTE ¢
784 793 802 811 820 829 838 847 _ 856 865 874 88
1052 ﬂ
526
0 S0y
FETAGCT TG &G CETACAGE TEGEE TC TTTCAT TECCECCC TTTTTT ET GG AG AG: T A T TEF TN TATT TIAT CETECE ACGE T
3 892 901 910 919 928 937 955 964

1052
526

GEGC GG CC GEECC GC TTTAC TTG TACAGCEC TCG T CC TG CCC G G AG TG TCEC EG6 €
982 991 1000 1009 1018 1027

cC G C T CE G C GG !
1045 1054
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