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RIKEN DNA BANK

clone name : T7-NLS-hCAS9-NLS-P2ZA-EGFP-pA

@ Clone ID

@ Lot =
@ DNA Concentration <
@ Volume

® Form

@ Host

@ Culture

@® Antibiotics

@ Purification

RDB _ 14657

14657 _ A7Cs

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

1 kb Plus DNA Ladder
(NEB#N3200L),
250 ng/well

(kv)
100
80
40
30
15

12
1.0

05

14657
2 B u e

Erectrophoresis :

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

Restriction enzyme Expected size of fragment
EcoRI 10.4 kbp
Bgill 42,41,1.2,09 kbp
Ncol 4.2,33,18,0.7,03 kbp

kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence — E HSV_TK pAR
Sequence - B EGFP-N Sequence — F =
Sequence - C EGFP-C2 Sequence - G =
Sequence = D SV40pro F Sequence — H -

APPROVED BY :

http://dna.brc.riken.jp



Applied

w_0m<m.nm3m D04203A6_A7Cs_1_CMV-Forward_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_CMV-Forward Apr 06,2017 10:37AM, JST

S/N G:140 A:172 T:111 C:165 primer name A  CMV Forward KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp , . Pts 1632 to 13205 Pk1 Loc:1609 Spacing:11.9 Pts/Panel1350
KB14.18 Cap:13 5-GCACCAAAATCAACGGGACTT-3 Version 6.0 HiSQV Bases: 943 Plate Name: 20170406_mix

TEE ¢ T GCly EE Cl T ITE AEECH TGGGCEGTAGGCGTGTACGGTGGG AGGTCTATAT GCAGAGCTICGTTTAGTG m“ﬁmﬂm GATCGCCTGGAGACGCCATC Y

10 19 | 28 37 46 55 82 91 100
< — CHV promoter
1242 |
- _i«gx?%?
/ f
0 o L 2
CACGCTGTTTTGACCTCCATAG GACACCG GG ACCGATCCAGCCTCCGGACTCTAGI|T TACGACTCACTATAGGGAG AGCCGCCAL( G.C C|CC G G GCGG G
109 118 127 136 145 154 16 a2 181 190 \ 27159 208 217
621
0 YYYUVIVIVYVUYVYVIVVIVYNYVIVVYY VIVIYY Y YUYS VYV IV YN TYVUYY Y Yy TVY Y AR
GTCGGTATCCACGG AGTCCCAGCAGCC|GAC G GTACTCCAT TEGGCTCGATATCGGCAC ACAGCGTCGGCTGGGCCGTCATTACGG ACGAGTAC GOHOODO GC
226 235 244 253 262 i 280 289 298 307 316 325
= Lacd Eco RV
1242
| 621 »
0 \ :
TTC GTTCTGGGC TACC GATCGCCACAGCAT GAAG CCTCATTGEGCGEGCCCTCETG TTECGACTECGGEGGEGAGAEGGLELG GCCACGCGGCTC G CAGC
334 343 352 361 370 379 388 397 406 415 424 433 442
1242
621
CGGCGCAGATATACCCGCAG G TCGGATCTGC TACCTGEAGSG mm CETTRE T TGAG AT GGCT GGTGGATG ACTC TTTCTTCCATAGGCTGGAGGAGTCCTTT
451 460 478 187 505 514 523 532 541 550 5!
BTl mwﬁw
1242
621
TTGGTGGAGGAGGAT GCACGAGCGCCACCC T PTG GIE TATCGTGGACGAGGTGGCGTACCATG GTACCC CEATATATCATCTG AG:G G GC
59 568 577 586 595 604 613 622 631 640 649 658 667
T_S.CF
1242

Wb é??i??éé? P A e
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Applied

W—°m<m.ﬂm3m D04203A6_A7Cs_1_CMV-Forward_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_CMV-Forward Apr 06,2017 10:37AM, JST
SIN G:140 A:172 T:111 C:165 KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp Pts 1632 to 13205 Pk1 Loc:1609 Spacing:11.9 Pts/Panel1350
KB 1418 Cap:13 Version 6.0 HiSQV Bases: 943 Plate Name: 20170406_mix
TTGTAGACAGTACTGATAAGGCTGACTTGCG GTTGATCTATCTCGCGCTGGCGCATATGATC TTTCGGGGACACTTCCTCATCG AGGGGGACCTGAACCC AL

T 676 685 694 703 712 721 _ 730 739 748 757 766

Nde L
1242

GTEYTTTATCGCAACTEG TFC T C mn..q.iqaamm CECRBATC TCCGG AG T T m.mpnuﬂﬂ--F

775 784 793 802 811 820 829 838 847 856 865

1242 Gaflt

g ggé&oﬁ%%g@?&?é

TCCTE AGCGCTAGGCTGETCC TCCCGGEGCGGCTCG ? CCTCATCGCACAG CTCCC TGGGG G G G CGGG CCC TG
883

892 901 910 919 928 937 946

GEG T TC 28T TC gLcl T TIC CTCGGG CTG cCccclC C E TTh TC T
973 982 991

1242
621
[ G CC T IGE {2 T G A G e : G e C T TG s T GG ik b A ™8 6 CE T CE T G Cce
1036 1045 1054 o5 1072 1081 1090
1242
621
0 e e e e e e e e
TG G G gl
1242
621

0 ..\-‘\’
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Applied D04203A6_A7Cs_1_EGFP-N_F10_16_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
Sy D04203A6_A7Cs_1_EGFP-N Apr 06,2017 10:37AM, JST
SING48A37T42C42 primername B @  EGFP-N KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp . Pts 1614 to 13319 Pk1 Loc:1591 Spacing:11.98 Pts/Panel1350
KB14.18 Cap:16 5'-CGTCGCCGTCCAGCTCGACCAG-3 Version 6.0 HiSQV Bases: 976 Plate Name: 20170406_mix
I T Oﬁmmmm.mm _m G2 TCE TG CECT 16 6T Dm Jmmmﬁnmﬂmmﬂﬂmﬁﬂﬁenm CGTCGCCGGCCTGCTTCAGCAGGG 2G GTTGGTGGOCACCTTCCTC TTCTTCI1
1 10 19 28 87 46 58 64 13 82 91 100 109
P — EGFP NeoT fe— p2A <— S0 NLS
656 ) )
0 _. . VY !
'TGGGIGTCAGCCC TG CTGTCTCCACCGE AGCTGAG AGAGGTCGATTCTTGTTTCATAG AGCCCCGT TTGACTGATG TCAGTGTGGCGTCCAGG A CC TECTTTGTAGAGGT
_ 118 127 136 145 154 163 1472 181 190 199 208 217
s
1312
0 \ Ll
GTACCGCETTTECTGTE TATGETSGETETLG mq ST 145 GGCTGC O.mnmﬁmﬁﬂn GTTGGTCAGAGT C GTGG AT T 1T TTE Hmnhqmﬁﬂﬁﬂﬁﬁm .ﬁommo;.q T g
226 235 244 253 262 ) 271 280 289 298 307 316 328 334
Pa1l
1812
656 —
CCTETGCTTATTGTARGCAS GCACCT TATCGAGGTTA GCGTECG GLG AGGATCACTCTTTTGGAG %H0.00HH TTITECTECGATE ATCT CATC GGTAGTGTTTGTGTTE
343 352 361 370 379 388 397 406 415 424 433 442 451
o T
15812
656
P . VUV AR ABAR )
TTC CAGG CACGETGC T TCTGE TCATTATETTCG GGAGACCE T T TGAGC T TT TCATAGTGELT GG CECAG ATAC G TT CGTATTTAGAGGGCAGTGCCAGCTCGTTAY
460 469 478 487 496 505 514 523 532 541 550 559
1312
| ooy
P | | | Y WA VAW WAV
TCTTTCTGCAGCTCGCCCGLACTAGCGAGCATTCEGTT TCCGGCCGTT TTC GCTC GAGAGAGTACTTGGG GETT TGATGAGGTCTT TTTTGACECTCTTTAT
568 577 586 595 604 613 622 631 640 649 658 667 ¢
1312 G ,Snyﬁ
656 N\ \
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Applied

Bi Om<mﬁm:‘_m D04203A6_A7Cs_1_EGFP-N_F10_16_ABI24 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_EGFP-N Apr 06,2017 10:37AM, JST
S/N G:48 A:37 T:42 C:42 KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp Pts 1614 to 13319 Pk1 Loc:1591 Spacing:11.98 Pts/Panel1350
KB1.4.18 Cap:16 Version 6.0 HiSQV Bases: 976 Plate Name: 20170406_mix
PCCTTTCHBCCTCGAG GTCGATGGEGT TTTTT TCEAAGCT TG ATCGE TECA TGAT TG TG AT GCCCAGCAGTTCCT TGACGETTTTGAGTITITTAGAEST TCCCT
576 685 694 703 712 721 730 739 748 757 766 775
&G
1312 Yol Hrad®
656
THCT CCACTTTE CCCACARCC AR TACAC TR T GCGACTGTAG G ~G TCG TCEECEE TATT TCr TG G & TC te TE TETTTIT 6 ¢ @T6C 6A Te AGe T
784 793 802 811 820 829 838 847 856 865 | 874
1312
656 |
0 O e 0 S 00000’»’ 059.0.’00 ’ OOl 30 Sl 50 X/ )52 AX \\$0§\‘¢1.00004
TG TEGETE TTCE PTTTC GGG AGGATACTT T'CC TTGE: AG GEECTCE-CeeT O TG @ ac T €66 fc flpgT 66 ATE T CALC Honmmmt«u\m
883 892 901 910 919 928 937 946 955 964 - 973
1312 - =
656
O - - - - e
€ AGEG ALCE TTCEE GE ACITE TC BE 8 TEEEC TALEEC TTIG TECCCCABC ACG TTT CE T C .26 TITCETCCG TTTE TTT C
982 991 1000 1009 1018 1027 " 1036 1045 10
-
1312
656
0 ?«r‘l‘?‘}‘iﬂ@»\Mﬁf‘%ﬂ’ﬂ@ﬂ&bﬂ&%ﬂlﬁg" o o - <
G i B IT66 TEEE € TIT ¢ B T “LE c T © T e G G T TC T g G 8 TG T T 54
54 1063 1072 081 1090 1099
1312
656
0 = .’l&l\lﬁl’* .’il.‘ﬂ“al..ll‘.l’r‘n\hm’ =
3 7
1108
1312
656
0 R e
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Applied

Bi osystems D04203A6_A7Cs_1_EGFP-C2_G10_19_ABI24 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_EGFP-C2 Apr 06,2017 10:37AM, JST
S/N G:301 A:276 T:203 C:255 primer name C : EGFP-C2 KB_3500_POP7_BDTv3.mob Apr 06,2017 11:19AM, JST
KB.bcp Pts 2255 to 15000 Pk1 Loc:2232 Spacing:13.65 Pts/Panel1350
KB14.18 Cap:19 5-ACTACCTGAGCACCCAGTCC-3' Version 6.0 HiSQV Bases: 297 Plate Name: 20170406_mix
TG €CG G [|GCGCG FTCACATGG TCCTGCTGG A6 TTCGTG FCCECCE CCGGG ATCACTCTCGGCATG G ACGAGCTGTACAAGTGARAGGGTT CG AT CCC T
1 9 i) 25 33 41 49 57 65 73 81

—EGFP
1278

AN ..,.,.:.,........,...._sE:.::E.\ el Es._E.

CCEGE TTAGT TGAGTTT CGGGGG ~GGCT TG CAC GG GG AG 2CAATACCGG CCCGCGCTATGACGGC i G ACAG CGCALCGG
105 113 121 129 137 153 1ek 169 177 185 193 201 209
1.278
%%%éi
0 . Y, S
; LA : 2 s _mmﬂﬁnq GETTT CTTCGATCECCECCEEC G C eC
217 225 233 241 249 257 265 273 281 289 297 305 313 321 329

1278

639

D AP A .V oo - N =S
GEe e CGCCCGCC(TTTCTICCTTTT CCCCACCECCCCCCCC TT € GGETGAZGGCCE A GGGCTCE CAACT GTT GGGGGGC: GGG CC GGCC c C
337 345 353 361 369 377 385 393 401 409 417 425 433

1278

639
TGEGGTTCAAGGGGEAACCCCCCCE CCCCT TCACGE CCAT TA CCGCGGEEGEGGEGEGGETTACCCCACAGTGGA CG T CAC T TG GCAAGG CCCT CGCCCCCCCCTTTG
449 457 465 473 481 489 497 505 513 521 529 537 545 553

1278

639

0 |\.tw£.f. hﬁ/||".h.lr‘% ——— O e - W <> Dl o S~
6 TTTCTTCCC TCC TTT C GCCCATT TC CEG&TTTC CG TA 6 TTT TEE GGG SDE TTDA € 6 §Te & TA & GC TTAGBEC CGTICA CCC T

561 569 577 585 593 601 609 617 625 633 641

1278

639

L0 - o ’ m——— ?%?b‘?i}i_ S e e e \l\ulM”llv’
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Applied

Biosystems D04203A6_A7Cs_1_SV40pro_F_H01_08_ABIO8 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_SV40pro_F Apr 11,2017 09:49AM, JST
SING67A47T:51C83  primername D @ SV40pro_F KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp _ Pts 1552 to 13749 Pk1 Loc:1529 Spacing:12.55 Pts/Panel1350
KB14.1.8 Caps8 5-TATTTATGCAGAGGCCGAGG-3 Version 6.0 HiSQV Bases: 943 Plate Name: 20170411 kitaku
TC TGCE CLIG GIC TCAG mW.H GTGAGGI!GEGCTTTTT TG GAGGCCTAGGCTTTTGC GCTCCCGE GG AGCTTGTATATCCATT TTCG GATCTG ATC GAGACAG G AT
1 19 _ 28 3% 46 55 64 N qm. 82 91 100 109
=2 SU#0 Pro/ov: ®s§v
1132 _
566
. i
GAGGATCGTTT AL T I c G ATGGATTGCACGCAGGTTCTCCGGCOGCTTGGGTG GAG AGGCTATTCGGC TATGACT GGG CAC ] HOGOO1_.QQ TCTG
136 145 154 163 172 181 190 199 208 217 2246
i » \é?%
- TGCL GCCETGTTCEGGCTGTC AGEGE mmmDDQOOOOQH%OHHHHHQ%O GACCGACCTGTCCGGTGCCC TG TG CTGCAGGACGAGGC mﬁmﬁﬁmﬂﬁ_ TCGTGGCTGG
235 244 253 262 271 280 289 298 316 325 334
1132
| ;
O S — —
CCACGACBEGECGEGTTCETTECGLAGC TG TGEC TCGACGTTG TCAC TG GCGGG GGGACTGGCTGCTATTGGGCG TGCCGGGGECAGGATCTECC TG TCATC TCACCTTGE T
343 352 361 370 379 388 397 406 415 424 433 442 451
1132
- )EZ/ ?%%%éﬁég% | |
JCTGEE CGAG GTATCCATCATGGETGRT G TGCGGCGGCTGCATACGCT TCCGGCTACCTGCCC HQOOwEM|ﬁ & & GCG [ u;ﬂ.ﬂﬂ TCGAGCGARGCACGTAC
460 469 478 487 496 505 514 523 332 541 550 559

= ottt

TCGGATG G GCCGGTECTTGTCGATCAGG ATGATCTGGALG GAGCATCAGGEGGCTEC GCGCCAGL CG ETGT TEGC CAGGETCE GGCGCGCATGCCCG ACGGCG GG
568 577 586 595 604 613 622 631 640 649 658 667 6
1152

FM 58 i % \ ;>> Eg\??s gb,ia g/g ,\\gggﬁ
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Applied

Bi osystems D04203A6_A7Cs_1_SV40pro_F_HO01_08_ABIO8 Inst Model/Name 3500/3500 Instrument
D04203A6_A7Cs_1_SV40pro_F Apr 11,2017 09:49AM, JST

S/N G:67 A:47 T:51 C:63 KB_3500_POP7_BDTv3.mob Apr 11,2017 10:15AM, JST
KB.bcp Pts 1552 to 13749 Pk1 Loc:1529 Spacing:12.55 Pts/Panel1350
KB 1418 Caps8 Version 6.0 HiSQV Bases: 943 Plate Name: 20170411 kitaku
[ TCTCETEGTCACCCATE GCCATECECTEETTGECGAATATCATGET GG TGECEEE TTTTCTE GATTCATCE ACTETE GECGGL TG 66 TE6TGGCEG ACCE CTAT

76 685 594 703 712 721 730 739 766 775

NeoT

11:32
> Mooeted ol ndopreeior s et e e
0 ol s ) 000

CAG GACATAGCGTTE G ETACCE GTGATATTEC TGRA GAGCT IBEG CE6 LG TGGGCTG ACCGCTTCCTCETGL T T TCECCGECrcCEe AT TIC G CAG

784 793 802 811 820 829 838 865 874 883
T132
566

f

o 30000000 000 Yo 000 it U x oo e M0 0 00 30000 20X 00,

CECATCECE TTECTATES Cg ITE TT GAGG AGTHTE ITC TGAGCE GGE ACTCE TG GEG TT GG GG

892 901 910 _ 919 928 937

| 1132
566
0

CACGAGATIN CEA IT ¢ & & € & € TITC TATES & TT 66 COTTIC GG C6 € G CTG TG

982 991 1000 1009 1018 045
1132
566
0 S/ O Do X Lo R o geaad D o] oo o0l LI T e el Seac
T & & 8 G CG C G GG il 1 o 1E & T B G . & T g & T T GG 1T
1054 1063 1072 108 1090
1132
566
0 e S B St A eVl = I
IT G ce G & ia
1099 110

1132
566
0 = T e
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Applied

w_0m<mﬁm:._m 14657_14657_A9G1F_1_HSV_TK_pA_R_E07_05_ABI08 Inst Model/Name 3500/3500 Instrument
14657_14657_A9G1F_1_HSV_TK_pA_R Jul 01,2019 03:13PM, JST
S/N G:68 A:46 T:61 C:71  primer name £ : HSV TK pA_R KB_3500_POP7_BDTv3.mob Jul 01,2019 03:55PM, JST
KB.bcp ; TTTTT, i Pts 1526 to 13788 Pk1 Loc:1503 Spacing:12.43 Pts/Panel1350
KB1.4.1.8 Cap:5 5 -._|_|_.>jOHO.ﬁO ATTGC-3 Version 6.0 HiSQV Bases: 996 Plate Name: 20190701_dnabank
G GGG TCT TITK ¢¢ TITT GTCTCE T'TEE GTETTTAGT TAGCCTCECCCCE TTT CTCAT TACTAACCG GTAGGG ITCG AACCC TTTCACTT GTACAGC TCGTCCATGC CGY

1 10 19 28 37 46 55 64 73 82 91 100 109

1178 EGFP

. é%é%g%%ﬁ?%

GAGTGATCCCGGCGGCGGTCACG CTCCAC CAGC ACCATGTGATCGCGCTTCTCGTTGGGGTCTTTGCTCAGGGCGG ACTG GGTGCTCAGGTAGTGGTTGTCGGGCAGCAG

118 127 136 145 154 163 172 181 190 199 208 217
1178
589
0 J
CACGGE GG CEGTECGCCGATGGGGGTGTTCTGET GGTAGTEGTC EEGCEAGLCTEC nmn.Hmonmqonﬂnm TGTTGTGGCGGATCT GTPECACE TTCATGEGCEG TTC TIRICTEEY
26 235 244 253 262 271 280 289 298 307 316 325 334
1178
| Il AN
0 WY . /
MR GG CEATE ATATAG ARG T B TEGETETTCTAGT TEGTACT CCAS ET TG TG ECERE CAG GATGTTGCEE GTC CTUCCT TG ARG TC G TCCCCTTCAGCTCGATGEGG T TCACCAGG
343 352 361 370 379 388 397 406 415 424 433 442 451
i 7
g zs?%szs?s%zé??ﬁg
ETETE GEECTE G oaqn EETCEEEEEG eSS TETTETAGTTGEE GTEGTCEECT TG o TGGTGCGCTCCTGGACGTAGCEC TTCGGGCATGGCGGACTTG : GTCGT
460 469 478 487 496 505 514 523 532 541 550 559
1178

- éﬁ%é%iﬁég%?igé%g%?gé

GCTGCTTCATGT GGTCGGGGTAGC GGCTG AAGCACTGCACGCCGTAGGTCAGGGTGGTCACGAGGGTGGGCCAGGGECACGGGCAGCTTGCCGGTGGTGCAGATG E TTE
568 577 586 595 604 613 622 631 640 649 658 667

1178
585

gégg/%égé% PAMAAAAIANNININA DN e
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Applied

wm0m<m.nm3m 14657_14657_A9G1F_1_HSV_TK_pA_R_EO07_05_ABIO8 Inst Model/Name 3500/3500 Instrument
14657_14657_A9G1F_1_HSV_TK_pA_R Jul 01,2019 03:13PM, JST
S/N G:68 A:46 T:61 C:71 KB_3500_POP7_BDTv3.mob Jul 01,2019 03:55PM, JST
KB.bcp Pts 1526 to 13788 Pk1 Loc:1503 Spacing:12.43 Pts/Panel1350
KB1.4.18 Cap5b Version 6.0 HiSQV Bases: 996 ’ Plate Name: 20190701_dnabank
5GGTCAGETTEGCCGTAGGTGECATE GECCTCBCEC TCGL CGBACACE CTGAACT TGTE BCCGTTTACGTCGCCGTCCAGC TCGACCAGGATEGGCACCACCCCGGTGAAY
676 685 694 703 712 721 730 739 748 757 766 775 78
1178
589
0 \/JDD?D\/\(/\/\(/)Q
GCTCCTCGCCCT TGE PTCACCAT[6 GG GCCEEEBGE TTCTCC TECACGTCG CCE 6 CCTEC TTCAGCAGE GAGAAGT TGGETGGE{CACCET TCC TCTTCT TC TIGG GG TC A
4 793 - 802 811 820 829 838 847 856 8/65 874 883
NoL
1178 P2A —SV4INLS -
589
0 PAV0 e et T e Ve 10 %0 Y0 T e e VoY bl "o " Nt Vo o Y0 T Ve s B O 0 8 = = UL N o PG 10 e Pt G Vs O e o Ve Ve Yo i 2o Vi 2o Lt 9= 7=
GCCC TGC TG TCTEC ACCG AGCTGAG AGAGGTCGATTCTTGTTTCATAG AGCCCE GUTAATT GACTGATGAATCAG TGTGG CGTC CAGG |
892 901 910 919 928 937 96 955 964 973
1178 == — CASY _
589
O =S TS~ e e T e i S e e e el T~ e U e A— _ e T e o i I P S S T e S S
& TAGRA GGTGTRACCCEETTTE TG TET AT GEETGGET S TC 6 AA G TAC TT CG TGCAA GC GCG CCC €6 TTG G TCAZG EAG T
991 1000 1009 1018 1027 1036 1045 1054 1063 1072
1178
589
O e S e S P — B e e O e
G T B o TEE T U TEC TE & II6 £ 76 EBE T T G6T TA A GG € ¢ ag
081 1090 1099 1126 1135
1178
589
| 5 ‘ i}
1178
589
0
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