Gene Engineering Division

P
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pMK277 (mClover—NeoR)

RIKZH
B8R G

@® Clone ID RDB _ 13920
@ Lot 13920 _ A6BS8

@® DNA Concentration : 25 nanogram/microliter

@® Volume 2 40 microliter

@® Form z 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 13920

(NEB#N3200L),
125 ng/well
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nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Erectrophoresis : 50

Restriction enzyme Expected size of fragment

Xbal 5.9 kbp
Kpnl 3.2, 27 kbp
BamHI 3.0, 29 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A M13_-40 Sequence - E -
Sequence - B SV40pro_F_ V2 Sequence - F -
Sequence — C M13R Sequence - G =

Sequence - D

Sequence - H

APPROVED BY :

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




» Applied

D03070A04_A6B8_1_M13(-40)_A02_02 Inst Model/Name 3500/3500 Instrument
/ ’ Biosystems = o ey
y D03070A04_ABB8_1_M13(-40) Mar 02,2016 10:43AM, JST
S/N G:340 A:316 T:200 C:310 primer name A : M13_-40 KB_3500_POP7_BDTv3.mob z__m.._. 02,2016 11:09AM, JST
KB.bcp ) Pts 1376 to 13072 Pk1 Loc:1353 Spacing:11.57 Pts/Panel1350
KB1.418 Cap:2 5-GTTTTCCCAGTCACGACGTTGTA-3 Version 6.0 HiSQV Bases: 988 Plate Name: 20160302 Biomass
. 2RG CAG G A CGCGCG TfA TAC GACT(ACTATAG GGCG AATTG G AGCTCS GATCCG G TGCAG GCG CCR C Ti no@mem GCAAGGGCGAGGAGCTGT TCACGG GGG TGO
1%, 10 B 28 37 4ele= | inkep ~Bastl 4 735tavl. 82 91 100
- II¢¢3mm$RTCRQ Fv
1912 *
606
0
TGCCCATCCTGGTCGAGCTG GACGGCGACGE TAAACGGCCACAAGT TCAGCGTCCGCGGCGAGGGE GAGGGCGATGC CAC CAACGGCAAGCTGACCC TGAAGT TCATCTGCAC
109 118 127 136 145 154 163 172 181 190 199 208 217
1212
606

0 MAN AN NN
CACCGGCAAGCTGECC CGTGCCETGBCCCACLE TCGTGACCACETTEGEE TACG CCGTEGECETEE TP EAGC G CTACC CEBACCACATG GCAGCACGACTTCTTCAAGTCC G(Q
226 235 244 253 262 271 280 289 298 307 316 325 3

1212
606

0 §§§§§§§§§§§%§§§§é§§§

CATGCCCGAAGGCTACGTCCAGGAGC GCACCATCTCTTTCAAGGACGACGGTACCTACAAGACCCGCGCCG AGGTGAAGTTCGAGGGCGACACCC TGGTG AACCGCATCGAG]

.34 343 352 361 370 379 388 397 406 415 424 433 442
127 2
. ?</>>>>>?s>>2<<&>>>>>>>>\<<5>2</>>> Ainal ol
AAGGGCATCGACTTCAAGGAGGACGGCAACATCCTGGGGCACAAGC TGGAGTACAACTTCE CAG ECACAACGTCTATATCACGG CC GACAR . LACGGC e
457 460 469 478 487 496 BiOE 514 523 532 541 550 5E
1.212
606

0 %Sgéégég%égéggg%g

GGCTAACTTCAAGATCCGCCACAACGT TGAGGACGGCAGCGTGCAGC TCGCCGACCACTACCAGCAGAARCACCCCCATCGGCGACGGCCCCGTGCTGE TGCCCGACAACCAL
39 568 577 586 595 604 613 622 631 640 649 658 667

1:2:1.2
606

0 ?&%ﬁ%ﬁé?&%%g%éig%g
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Applied

=5 Bi osystems DO3070A04_ABB8_1_M13(-40)_A02_02 Inst Model/Name 3500/3500 Instrument
S D03070A04_ABB8_1_M13(-40) Mar 02,2016 10:43AM, JST
S/N G:340 A:316 T:200 C:310 KB_3500_POP7_BDTv3.mob Mar 02,2016 11:09AM, JST
KB.bcp Pts 1376 to 13072 Pk1 Loc:1353 Spacing:11.57 Pts/Panel1350
KB 1.41.8 Cap:2 Version 6.0 HiSQV Bases: 988 Plate Name: 20160302 Biomass
S TACCTGAGCCATCAGTCCRAAGCTGAGCAARAGACCCCAACGAGAAGCGCGATCACATGGE TCCTGCTGGAGTTCGTGACCGCCGCCEGGEGATTACACATGGCATG GACGAGY
676 €85 694 703 712 721 730 739 748 757 766 775
Azobk
1212
606
0 ; . 2
TGTACAAGTAMTIC TAGATAACTGATCATAATCAGCCATACCACATTTGTAGAGGT TTTACT TGCTTTAARAAACCTCCCACACC TCCCCCTGAACCT GAAACA TR
784 Sh éuXrﬁH 802 811 820 829 838 847 856 865 874 883

H N H_. N .§ 6\3...\&.1 .N\MN\v

606
O — e . D U - Ve T P = S

\ TGAATGCAATTGTTGTTGITAACTTG TTTATTGCAGC TT ATAATGG TTACAAATAAAGCARATAGCATCACAARATTTCAC AAATA .,Hmon,.. TTITITITY C

892 901 910 919 928 937 946 955 964 97 982

1212
606
O P e — e ——

rcc TTCTAGIT GTGG TTTGTCC A ACTCATCCA TGTATC T A CGCG TAA A T G TARA GCG T C¥ TA TT T & 1T A T T &€ &g TT

991 1000 1009 1018 1027 1036 1045 1054
1212
606
0 —

2 T G T AA TTC @ T €A ETT T c e &G GT TAT TA TC
1072 1081 1108 1117

1212
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0
1212
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Applied

Bi Om<m.nm=._m D03070A04_ABB8_1_SV40pro_F_V2_G09_21 Inst Model/Name 3500/3500 Instrument
D03070A04_A6B8_1_SV40pro_F_V2 Mar 15,2016 01:54PM, JST

S/N G:485 A:440 T:361 C:503 primer name B : SV40pro F_V2 KB_3500_POP7_BDTv3.mob Mar 15,2016 02:20PM, JST
KB.bcp - Pts 1453 to 12955 Pk1 Loc:1430 Spacing:11.63 Pts/Panel1350
KB1.41.8 Cap:21 5'-TCGGCCTCTGAGCTATTC-3' Version 6.0 HiSQV Bases: 869 Plate Name: 20160315_mix

_ T GCGC TTGT GG G CTAGGCTT TTGCRAAGITCGATC GAGICAGG ATG AGGATCGTTTCGCATGATTG c GAT GGATTGCRACGCAGGTTCTCCGGCCGCTTGG G

IGGAGAGGCTATTCGGCTATGACTGGGCACAACAG AC TCGGCTGCTCTGATGCCGCCGTG TTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTT GTC GACCGACCTG
9 118 L& 136 145 154 163 172 181 190 129 208 217

1316
658

0 A / V!

TCCGGTGCCCTG TG cCTGC GACGAGGCAGCGCGGU TATCGTGGCTGGCCACG ACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTG .GC GGG GGGACTGH

226 235 244 253 262 271 280 289 298 307 316 325 334
1316
- ::: FL —: »» —;: :::— :: | » :r:
o WUV AVN A U WAma) Y i VA A A A W e A AV A AP A Y W A A AN A Y
sETGETATTGEGGCG AGTGCCGGGGCAGGATCTCC TGTCATC TCACCTTGC TCCTGCCGAG AGTATCCATCATGGCTG ATGCI TGCEGECEG GCTGCATACGC TTGATCCE GGLC
343 352 361 370 379 388 397 406 415 424 433 442
1316
658
0 _ , WY\ . V) / »
PTAECTGCCERTDCEACCACC “GCG AACATCGCATCGAGCGAGCACGTACTCGG ATGGAAGCCGGTCT TGTC GATCAGGATGATCTGGACG GAGCATCAGGGGCTCGCG(Q
451 460 469 478 487 496 505 514 523 537 541 550 559
1316
S A A e A e A W M
0 WAV WA e iy
CAGCC G CTGTTOEGECEAGRG GE TR GGCGAGCATGLCCCGACG GCGAGGATCTC G TCGTGACCCATGGE GATGCCTGE TTGE CG TATCATGGTGG TE GC e ETT
568 S77 586 595 604 613 622 631 640 649 658 667
1316

658

R T N e aT
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Applied

H D03070A04_A6B8_1_SV40pro_F_V2_G09_21 Inst Model/Name 3500/3500 Instrument
Biosystems
D03070A04_A6B8_1_SV40pro_F_V2 Mar 15,2016 01:54PM, JST
S/N G:485 A:440 T:361 C:503 KB_3500_POP7_BDTv3.mob Mar 15,2016 02:20PM, JST
KB.bcp Pts 1453 to 12955 Pk1 Loc:1430 Spacing:11.63 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 6.0 HiSQV Bases: 869 Plate Name: 20160315_mix
TTCTCGATTCATE GACTG TC GCCGRETCEE TE TCGECEE ACCCCTAT CAGG ACATAGCE T T GG TACCCGTGATATTGCT GAACAGLETIGE CHGCCEAATEEG CTE !
676 685 694 703 712 721 730 739 748 757 766 77
4
1316 7 AeoR
658
0
CEGCTTCE T8 TCETITACEGTATC B CEBC TCLECGATTO GECAGCEEATES GC TTIC TATESG CE TTC ITGACGAL TIC TTCTGAS C 6866 ACTE TGS T
5 784 793 802 811 820 829 838 847 856 874

2 G TG o4 Gl e CC ARAGCGAC G CCC ? EC:TE CEATE ACG AG TTTECGATT & c 6 €6 €C TTCTATG : g T BEGE IT ¢ @ TC G
883 892 901 910 919 928 937 946

TGAT C IT C AG CGCGGG G T e TG C TGG FAG T CC~T CG C C AR G TR G
964 973 982 991 1000 1009 1018
1316
658
0 - S e S e e —— A =t e
G AT A C TG CA C GG ; CG A AC 12 c GT T G 5 c G G ¢ T TG c G
1027 1036 945 1054 1063
1316
658
0 m————— — e e ———
G GE : TT
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L0 e
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. Applied

Y D03070A04_ABB8_1_M13R_A01_01 Inst Model/Name 3500/3500 Instrument
o w_°m<m.—nm3m D03070A04_AB6B8_1_M13R Mar 02,2016 10:43AM, JST
S/N G:332 A:282 T:244 C:319 fimer name ( : M13R KB_3500_POP7_BDTv3.mob Mar 02,2016 11:09AM, JST
KB.bcp H . Pts 1370 to 13036 Pk1 Loc:1347 Spacing:11.63 Pts/Panel1350
KB1.4.18 Cap1 5'-CAGGAAACAGCTATGAC-3' Version 6.0 HiSQV Bases: 997 Plate Name: 20160302 Biomass
GTCG GCA TTA CC|TCAC TAAAGGG /ACAAAAGCTGGGTACCGGGCCCCCCCTEG 26 GGATCCAACG ACCCAACACCGTGCG TTTTATTCT GTICTTITTTATTGCCGTCAT
10 _ 19 28 37 a6 55 64 73 82 91 100 1€
1160 '! A
580 ’/ XX) ....‘_ b
0
0 N "b.”s A o A . \ ) b A
. GCGCGGGTTCCTT CCGGTATTGTCTCCTTCCGTGTTTCAGT TAGCCTCCCCCTAGG GTGGGCGAAGAACTCCAGCATGAGATCCCCGCGCTG GAGGATCATCCAGCE GGCG
19 118 ek 136 145 154 163 172 181 190 199 208 217
1160
o ol » W » MWl il U] |
o NVWAAAY WA A A AAAAAAAAAAAAA ATV i A AR\ AAAAAAAAAN PV AR
TCCCGGAARACGAT TCCGAAGCCCAACCTTTCATAGAAGGCE GCGGTGGAATCGAAATCT CGTGATGGCAGGTTGGGCGTCGC TTGGTCGGTCATTTCGAACCCCAG AGTCCC (
226 235 244 253 262 271 280 289 298 307 316 325 33
1160
580 » »
0 MAMA WA AN BAAAAMAAAAAAAA AN :r;»L:.I.::::L:::. .L:::.:L::—:::..:.::L.::
3C|ICAIGAAG AACTCGTCAAG AAGGCGATAGAAGGCGATGCGCTGCGAATCGGGAGCGGCGATACC GTAAAGCACGAGGE AAGCGGTCAGCCCATTCGCCGCCAAGE TCTTCAGCA
4 |stop 343 352 361 370 379 388 397 406 415 424 433 442
1160 AeoR
. >>>>>>>>>>>>>>>>>\<§\§<<<,>>
0 M laaaanna i ing AN NAAAAANAANNAANNNNAANNANAAANANAANAAAANAANNNANNANA,
PATCAC GGGTAGCCAACCCTATGTCCTGATAGCGGTCCGCCACACCCAGCCGGCCACAGTCG ATGAATCCA GAAAAGCGGCCATTTTCCACCATGATAT TCG GCAAGCAGG(
451 460 469 478 487 496 505 514 523 532 541 550 559
1160
580

0 )éégééggégégggéé

SATCGC CATGGEGTCAC GACGAGATCCTCGCCGTCGGEGCATGCTCGCCTTGAGCCTGGCGAACAGTTCGGLCTGGLCGCGAGCCCCTGATGC TCT TCGTCCAGATCATCCTGAT
568 Sq 586 595 604 613 622 631 640 649 658 667
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;>._%=3
.. Biosystems

S/N G:332 A:282 T:244 C:319

KB.bcp

KB 1.4.1.8 Cap:1

D03070A04_A6B8_1_M13R_A01_01
D03070A04_A6B8_1_M13R
KB_3500_POP7_BDTv3.mob
Pts 1370 to 13036 Pk1 Loc:1347
Version 6.0 HiSQV Bases: 997

Inst Model/Name 3500/3500 Instrument
Mar 02,2016 10:43AM, JST

Mar 02,2016 11:09AM, JST
Spacing:11.63 Pts/Panel1350

Plate Name: 20160302 Biomass

CGACAAGACCGGCTTCCATCCGAGTACGTGCTCGC TCGATGCGATGTTTCGCTTGGTGGTCG

676 685 694 703 712 121 730

AT GG GC
#39
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757 766 175
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o e et et e
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910 919
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