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Gene Engineering Division
RIKEN BioResource Center

» RIKEN DNA BANK clone name : pACYC184-Venus-MEK1(S218/222E, A32-51)
H

@ Clone ID : RDB _ 14154

® Lot A 14154 _ A6Ec

@® DNA Concentration : 25 nanogram/microliter

@ Volume : 40 microliter

@® Form « DNA solution in TE buffer

@ Host :  DH5 alpha

@ Culture A LB medium

@ Antibiotics : 33 microgram/ml Chloramphenicol

@ Purification QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Belll : 5.8 kbp
Ncol : 3.8, 20 kbp
Bglll + Ncol : 22,20, 16 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A EGFP_N_rev Sequence — E -
Sequence — B EGFP-C Sequence — F -
Sequence - C MEK-f2 Sequence — G - P
Sequence - D = Sequence — H = / :
(1610.06 )
APPROVED BY : | “iki/

http://dna.brec.riken jp/index.html



' Applied
%@ Biosystems D03441A2_A6Ec_3_EGFP-N_rev_A11_01_ABIO8 Inst Model/Name 3500/3500 Instrument

D03441A2_ABEc_3 EGFP-N_rev Sep 01,2016 02:11PM, PDT
S/N G:90 A:101 T:81 C:170 primer name P . EGFP_N_rev KB_3500_POP7_BDTv3.mob Sep 01,2016 02:37PM, PDT
KB.bcp i . Pts 1435 to 12967 Pk1 Loc:1412 Spacing:11.67 Pts/Panel1350
- CGAGCTGGACG-
KB 1.4.1.8 Cap:1 SCOATECTEET ce-3 Version 6.0 HiSQV Bases: 841 Plate Name: 20160901_kitaku
NGART AZ2dE TICAGC G TG T G GGG 66 CCEAGGECE ITE CCACCTACCCCARE TR ECCOTE ARCCTEATETECACCACTE GCARGCTEC CCE TG 6C TE G CCEAEC ET
1 9| ] 25 33 41 49 57 65 73 81 89 97 105 11
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0 IR RO 0 000 VAN WYY by VTV VOV YA ANV
CGTGACCACCCTCGGCTACGGC CTGCAG TGCTTCGCCCGCTACCCCG ACCACATG AAGCAGCACGACTTCT TCAAG TCCGC CATGCCCGRAGGCTACG TCCAGG AGCGCACCA
3 121 129 137 145 153 161 Hmw 177 185 193 201 209 217 22
1282

o VA . WL \

TCTTCTTCAAGG ACGACGGCAACTACAAGACCCGCGCCGAGGTG AAGTTCGAGGGC GACACCCTGG TG CCGCATCGAGC TG AAGGGCATCGACTTC GG AGGACGGC

1282
g.EEE&LsaszsEE&EEEa&assrzssaaseszesa&az
. 7 345 353 36l 369 377 385 393 401 409 417 425 433 441 449
: TGTGCAGCTCGCCGACCACTACCAGCAGA ACACCCCCATCG GCG! &222 TGCTGCTGCCCGACAAC CACTACCT GAG CTACCAG IC CA AACTGARCA

CE gl CGAG LGCGCG ! T "CCTGC TGGAGTTCGTG XCCGCCGCCGGGATCACTCTCGGCATGGAECGAGCTGTACAAGIGGTGGC GG TGG CGG TGGCGGTGG
569 577 585 583 601 609 617 625 633 641 649 657 665
m\lenis
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' Applied
%@ Biosystems D03441A2_ABEc_3_EGFP-N_rev_A11_01_ABIO8 Inst Model/Name 3500/3500 Instrument

D03441A2_ABEc_3_EGFP-N_rev Sep 01,2016 02:11PM, PDT
S/N G:90 A:101 T:81 C:170 KB_3500_POP7_BDTv3.mob Sep 01,2016 02;:37PM, PDT
KB.bcp Pts 1435 to 12967 Pk1 Loc:1412 Spacing:11.67 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 841 Plate Name: 20160901 _kitaku
CCTCGACICCCAAGRRAGAA GCCGACGCCCATCCAGCTGRAACCCGGCCCCCGACGECTCTGCAGTTAACGGGE ACCAGC TCTGCE GG AGACE CTTGG & GGCC|T T TC
673 681 £89 697 705 713 781 729 737 745 753 761 769
W
- hPEEL , delta)5
-~ fdﬁn..?stooﬁﬁ 3 (@9, )
0

o
TTACCCAGAAG CAG TGGG AGRACTG GATGACGACTTTGAGARGATC 2G TG AGCTGGGGGGECTGGE CRAATGG CCGG TG TGG TG T T CF FEe—TTC
809 817 825 833 841 849

CACAA G CC T CTGGGCCTGEGG TCATCGG CCACGAAAAGCT A2 TTCATCT GGAIGATC AAA CCC GGC AAT CC G A CCAG TCAT GG IGGC T
i 881 889 897 905 913 921 929 937 945 953

ATT 'TT €6 C A TTEG GA G L € 2 T G
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%ﬂ%mw Applied D03441A2_A6Ec_3_EGFP_C_B11_02_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystem
Ll D03441A2_A6Ec_3_EGFP_C Sep 01,2016 02:11PM, PDT
S/N G:55 A:64 T:66 C:86 primer name @ . EGFP-C KB_3500_POP7_BDTv3.mob Sep 01,2016 02:37PM, PDT
KB.bcp 5. CATGGTCCTGCTGGAGTTCGTG -3' Pts 1445 to 12918 Pk1 Loc:1422 Spacing:11.62 Pts/Panel1350
KB14.1.8 Cap:2 Version 6.0 HiSQV Bases: 887 Plate Name: 20160901 _kitaku
_ CCGCGG T 16 TOGlE CATE G ICGAGE TGT B¢ GIGGTGGCGGTGGCGGTGGCGGTGGCCTCG ~CcCC G ~LG GCCGACGCCCATCCAGC TG CCCGGCLCCCG ACGGCT
1 10 | 19 28 37 46 55 64 100 109
- |vm<, A fanf MM .00 w«.w 5.3
1034 _§<m7,>m t : : hME FD.JQ,L
4 , gl oty
OAd oy .t.:.,:.:._ oV o i VYA il
CTGCAGTTAACGGG ACCAGCTCTGCGGAG ACCAA I'GG A\GGCCTTTCTTACCCAG AAGCAG mmﬂmmm G CTG? TGACGACTTTG ARG AAGATCAGTGAGCTGGG|
118 127 136 145 154 163 172 181 190 199 208 20T 226
1034
517 »»
| o _ /\
GGCTGGCAATGGCGGTGTGGTGT TCAAGGTC TCCCACARAGCCTTCTGGCCTGGTCATGG CCAGAL®L CTAATTCATC TGGAGATCAAACCCGCAATCC GG CCAGATC
235 244 262 271 280 289 298 307 316 325 334

1034

- E::: E;.:__Es :EEE_E::E_a;:.,:E::E.i:%E:EEEE:::E:

GGAGCTGCAGGTTCTGCATGAGTGC CTCTCCGTACATCGTGGGCTTCTATGGTGCG TTCTACAGCGATGGCGAGATCAGTATCTGCATGG AGCACATGGATGGAGGTTCTY

343 352 361 370 379 388 397 406 415 424 433 442 451
1034 r
:E ) : .: E DT EE |
; NV :.5::.: » | ) MWW
I1TGEGATCE GTCCTGLAG LGCTGG TTCCTGAR TTTTAGGAAA TTAGCATTGC TGT ATE < GGCCTGACATAT CTGAGGGAG AAGCACTE G ATCATS
460 469 478 487 496 505 514 523 532 541 550 559
1034
0 %
cCaG GATGTC EEC T CATCETAGTCE ACTCCCGTGGGG AGATC: GE TCTGETGACT T TGGGE GTCAGCGE GG CAGE TC TEG nm ; TG GC C : TTCGTGI
568 577 586 595 604 613 622 631 640 649 658 667
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0 Applied
%m Bi Om<m.nm=._m D03441A2_ABEc_3_EGFP_C_B11_02_ABI08 Inst Model/Name 3500/3500 Instrument

D03441A2_ABEc_3_EGFP_C Sep 01,2016 02:11PM, PDT
S/N G:55 A:64 T:66 C:86 KB_3500_POP7_BDTv3.mob Sep 01,2016 02:37PM, PDT
KB.bep Pts 1445 to 12918 Pk1 Loc:1422 Spacing:11.62 Pts/Panel1350
KB1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 887 Plate Name: 20160901_kitaku
3 GCAEARG GTOECTACAT GLCGCCAGAAAGADTCCAGEGGALC TCAT TAGTCT GTGCAGTCAEGACAT CTGCAGCATGEGALTEG T TCTEGTAG AGATGE CIGG TTG.EG !
676 685 694 703 712 721 730 739 748 157 766 795
1034
517

GGTATCCCATCCOCTEC TCEAGATGCE & GIAGCTGG AGCTGATG TTT GGG TGCC A G TGG 22 CGGAGATGC GGCTGAG ACCCC [aS &

784 793 802 181 820 829 838 847 BS56
_ T
1034 hMEXAL
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2 GGG GCGC CC TTAGCTCATAC GG AA T GG CAG ECGACC TcC € ATEG € AARATTTTT G TT G 'TT & TT CATA GTC A EG G € T £

883 892 910 919

1034
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0 _. _ _

TAACT G CCC G 1G6GG AG TG T C G TE'T 6 CA ITPT € A g6 & TTTTTG T G B TTGES T =T A A F c CEC. & € LG A G (¢
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2 Applied
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D03441A2_ABEc_3_MEK-f2_C11_03_ABI08

Inst Model/Name 3500/3500 Instrument

D03441A2_ABEc_3_MEK-f2 Sep 01,2016 02:11PM, PDT
S/N G:63 A:78 T:89 C:100 primer name C MEK-f2 KB_3500_POP7_BDTv3.mob Sep 01,2016 02:37PM, PDT
KB.bcp ' Pts 1430 to 12750 Pk1 Loc:1407 Spacing:11.64 Pts/Panel1350
5" L
KB1.4.18 Cap3 GACATATCTGAGGGAGAAGC -3 yergion6.0  HiSQY Bases: 805 Plate Name: 20160901_kitaku
TCAG 2 m?m TC G-CtC BCE ACAT CCTAG TCIACTEGC BTG G GG iIgaTe GCTCTGTG ACTTTGGGGTCAGCGGGCAGC TCATCG ACG AARTG GCCAACGAATTCGTCER
1 1o 19 28 37 46 55 64 73 82 91 100 M 109
— 2 . e
eo DyMEeL ek WM _oo2k6 3 SLFE.
580 _ g 0tk
GC 2C GGTCCTACATGTCGCCAG? GACTCCAGGGGACTCAT TAET ETGTEEAGTCAG ACATC TG GAGTE TGGGACTGTCTCTG GTAGAG ATGGC GGT TGGG AGGTATCCC
118 127 136 145 154 163 132 181 190 199 208 217 21
1160
| | VWA
0 . VIV /\ )\ .

ATCCCTCCTCCAGATGCCAAGGAGCTGGAGC TGATGTTTGGGTGCCAGGTEGAAGGAG ATGC

GGCTG AGACCCCACCCAGGCCAAGGACCCCCGGG AGGCCCCTTAGCTC CAT

26 235 244 253 262 273 280 289 298 307 316 i ¥oAls) 334
1160
. _EEE :: » :E ::. W | | W
CGG AATGGACAGCCGACCTCCCATGGC AT TTTTGEAGTETCT TEGAT TACATAG TCAACGAG CC T EC TCAE ACTGC CCAGTEGABTEGTTCAGTETBE ] TT.T ¢ GATTTTG
343 352 361 370 379 388 397 406 415 424 433 4472 451
1160
. W) W) | [\
TGAAT AT GCT'TAAT 2 ARACCECGCAGAGAGAGCAGATTTG “GC ACTCATGCGTTEAT GC TT T'TAT C GAGATCCGATGCTGAGGAAGTGG AT TTT GCAGGT TG GC
460 4169 478 487 496 505 514 523 532 541 550 558
Ref: LM 001512
1160

TCTGCTCCACCATCGGCCTTA ACCAGCCECAGECACACE
568 377 586 595

1160
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\CTAGTCAG GCATC?Z T A CGAAAGGCTCAGTCGGAAG ACTGGGCC
2 631 640 649 658 667
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2 Applied
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S/N G:63 A:78 T:89 C:100

D03441A2_AB6Ec_3 MEK-f2_C11_03_ABIO8
D03441A2_ABEc_3_MEK-f2
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Sep 01,2016 02:11PM, PDT
Sep 01,2016 02:37PM, PDT

KB.bcp Pts 1430 to 12750 Pk1 Loc:1407 Spacing:11.64 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 805 Plate Name: 20160901 _kitaku
TTTCET TTTATCTGITI BT ITGTC GETEAR CGCTC TCC TEAGTA CGAC TCLGC EEGE AGCES AT TTGARA £ 6TT GC G AAG CAA C CECECGE A GGGT GE € GG
676 685 £94 703 712 721 730 739 748 757 766
1160
580
0
G CA G'ACE CCC GCCEAT CTGCCA GGECATC T-T G CAGAAL G CC AT CC TG AC GG ATGG COTTTTITT 6C G TTTCTA C ETE T € T8 1.C
775 784 793 802 811 820 829 838 847 865
1160
580
0
€ €6 CCG JCGCGCET G ¢ CTACGEGTE TTGECT €6 6 TIICCE CEACE CG !
874 883 §92 901 910 919 937
1160
580
TTEE ®EEGE & ATE UG ANTE 668 ¢ Btn T GCC GG & nE € T Ep T Ed 66 CCAR G TT LT GG AICIG ofo TCCA GG ¢
964 973 982 991 1000 1009 1018 1027
1160
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I G C T € G AATECGC CPC CC & c T 1 . ¢ G C T AZ o 2T E6 @ TE T ; T G GAG
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