Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pcDNA3-SOD1-FLAG G85R

IK=H
RC

[+ ]

@® Clone ID RDB _ 13387

@® Lot 13387 _ ASEd

@® 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

{kb)
100

8.0
4.0

3.0

1.5
1.2

=
=
—
—
o
—

"
“

01

Erectrophoresis : 54 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment

EcoRI : 5.9 kbp
Xhol : 5.9 kbp
EcoRI + Xhol 54,05 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A

CMV-Forward

Sequence - E

Sequence — B

SV40pro_F

Sequence — F

Sequence - C

Sequence - G

Sequence - D

Sequence — H
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Applied

) Biosystems 13387_13387_A5Ed_2_CMV_Forward_A05_02 Inst Model/Name 3500/3500 Instrument
_ 13387_13387_A5Ed_2_CMV_Forward May 26,2015 02:10PM, JST
SING:37TA32T:25C28  Primername f\ : CMV-Forward KB_3500_POP7_BDTv3.mob May 26,2015 02:37PM, JST
KB.bcp 5-GCACCAAAATCAACGGGACTT-3' Pts 1364 to 13179 Pk1 Loc:1341 Spacing:11.64 Pts/Panel1350
KB14.1.8 Cap:2 Version 6.0 HiSQV Bases: 1027 Plate Name: 20150525-mix
1T TATT CELCLEG © GG TTG 2C GC TGGGCGGTAGGCGTGTACGGTGGG AGGTCTATAT GC/G DO.DHO.HDOOH CTAGAG CCCACTGC TTACTGGCTTATCG
1 10 19 28 3T 46 55 64 73 82 91 100 109
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TEE TACGACTCACTATAGGGAGACCC TT GGTACCGAGCTCGGATCCACTAGT CGGCCGCCAGTGTGCTGG TTCTGCAG ATAT GCG CG GGCCGT¢
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1266 (M_000454-4, @9..
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STGCGTGCTG GGGCGACGGTCCAGTGCAGGGCATCATC TTTCGAGCAG GG GT TGGACCAGTG GGTGTG GGG GCATT GGACTGACTG GGCCTGC
235 244 1 253 262 271 280 289 298 307 316 325 334
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TGGATTCCATGTTCATGAGTTT GGAG AT TACAGCAGGCTGTACCAGTGCAGGTCCTCACTTT TCCTCTATCCAG CGGTGGGCC GG TG GAGAGGCATGT
343 352 361 370 379 388 397 406 415 424 433 442 451
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TG GAG Oq.amﬁ TGTGACT GCTGAC GATGGTGTGGCCGATGTGTCTATTG GATTCTGTGATCTCACTCTCAGG AGACCATTGCATCATTGGCCGCACACTGETG
460 469 478 487 496 505 514 523 532 541 550 559 5
Y32
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0 i > WUV
GTCGATG GCAGATGACTTGGGC GGTG G TG GT GLCAGG CGCTGG GTCGTTTGGCTTGTGGTGT TTGGGATCGCCC T
68 577 586 595 604 613 622 631 640 649 658 667 676
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- Applied

O Bi Om<m.nm=._m 13387_13387_AbBEd_2_CMV_Forward_A05_02 Inst Model/Name 3500/3500 Instrument
13387_13387_AS5Ed_2_CMV_Forward May 26,2015 02:10PM, JST
S/IN G:37 A:32T:25C:28 KB_3500_POP7_BDTv3.mob May 26,2015 02:37PM, JST
KB.bcp Pts 1364 to 13179 Pk1 Loc:1341 Spacing:11.64 Pts/Panel1350
KB 1418 Cap:2 Version 6.0 HiSQV Bases: 1027 Plate Name: 20150525-mix
c GACGATGACGAC TATCCATCACACT G GCGGBCEGL TCGAGCA TECATC TAG AGGGCECTATICTATAG TGTCACCT TGCTAGAGEC TCGCTGAT(

685 694 ,” Stop 703 712 .ll,d.j..%rc.h 730 739 _yfiﬂ 748 757 766 715 784
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GCCTCGACTGTGC O T TCTAGTTGECCAGC CATCTGTTS TTTGCCCCTCCECCGTEGCETTCCTTEG ACCCTGG GEGTGUCCACTCCCAC TG TC CTTITECCT

15 802 811 820 829 838 847 856 865 874 883
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TG ~2G G ! T TGECATECG CATTG TC TGAG TAGE TGTCATTCT qﬁgmmmmmmﬁﬁmmmmmﬂﬁmﬁmmﬁ GGACAGC GGGGGG A CGG AT TGGGG GAC T G|
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_
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o G C TGC TGGGGG TG C GGGTGGG C TC T TEGEE € TTTC TG GCGC CG G ACC GC TGGEGEGG CTC T GGGGG T T EEECE C GEG cCce |
1000 1009 1018 1027 1036 1045 1054 1063 1072 1081
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I'G TAG CGG C G C T GCCG C GG g G TG T G T G Jis cCGG CCG C G CGG TG CE 6 € TT c [t TTOG c o
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Applied

) Bi osystems 13387_13387_ABEd_2_SV40pro_F_D02_11 Inst Model/Name 3500/3500 Instrument
_ 13387_13387_ASEd_2_SV40pro_F May 20,2015 10:04AM, JST
SIN G:1047 A:628 T:491 C:571  Primername B : SV40pro_F KB_3500_POP7_BDTv3.mob May 20,2015 10:30AM, JST
KB.bcp 5.TATTTATGCAGAGGCCGAGG-3' Pts 1512 to 12488 Pk1 Loc:1489 Spacing:10.97 Pts/Panel1350
KB 14.1.8 Cap:11 Version 6.0 HiSQV Bases: 938 Plate Name: 20150520_GNP_kitaku
CG'TE T GC A TCAG AGTAGTERGE ZGGCTTTIT TG GAGGLECTAG GETTTTGC .onaonnmmm GCTTGTATATCCA TTTTCG GATCT G AT CAAG AGACAGG
i 10 19 28 37 46 73 82 91 100
1196 Cyko ?‘exo:
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TG AGG ATCG TTTCGUAT AGATGG AT TGCACGCAGG TTCTCCGGCCGCTTGGGTGGAGAG GCTATT CGGC TATGACTGGG CACAAC TCGGCTGC TC!
109 118 127 136 145 154 163 172 181 190 199 208 217

1196 Nesl
- M ,

G ATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTC GACCGACCTGTCCGGTGCCCTG TG CTGCAGGACGAGGCAGCGCGGCTATCGTGGCT
226 235 244 253 262 271 280 289 298 307 316 325

1196 Pstl
598
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GGCCACGACGGGCGTTCCTTGCGCAGUCTGTGCTCGACGTTGTCACTG GCGGG GGGACTGGCTGCTATTGGGCG GTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGC

334 343 352 361 370 379 388 397 406 415 424 433 442
1196
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TCCTGCCGAG GTATCCATCATGGCTGATGC TECGECE GCTEGCATACGETITGATCCEGGETAC ETS CCRCAT TEGACSACTE GCG CATCGCATEG AGCGEG AGLCACGET
451 460 469 478 487 48¢ 505 514 523 532 541 550 559
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CTCGGATG G GCCGGTCTTGTCGATCAGGATGAT CTGGACG GRGCATCAGGGGCTCGCGCCAGCCG CTETTCGECAGECTC GGCGCGCATGCCCGACGGCEG
568 577 586 595 604 613 622 631 640 649 658 667
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13387_13387_A5Ed_2_SV40pro_F_D02_11 Inst Model/Name 3500/3500 Instrument

13387_13387_A5Ed_2_SV40pro_F May 20,2015 10:04AM, JST
S/IN G:1047 A:628 T:491 C:571 KB_3500_POP7_BDTv3.mob May 20,2015 10:30AM, JST
KB.bcp Pts 1512 to 12488 Pk1 Loc:1489 Spacing:10.97 Pts/Panel1350
KB1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 938 Plate Name: 20150520_GNP_kitaku
GGATCTCGTC GTGACCCATGGCGATGCCTGC TTGC CEGAATATCATGGTG GAY TGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGEGTGTGGC GG ACC|
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