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Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

clone name : pK237.U6—Chimeric—-CAG—loxP—stop—loxP—hspCas9

RIKZH (Supernova)
B,
@ Clone ID RDB _ 15051
® Lot 15051 _ A7En

® DNA Concentration

@ Volume
® Form
@ Host

@ Culture

@ Antibiotics

@ Purification

@ Digestion by restriction enzyme

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

Erectrophoresis :

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DHS alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

Restriction enzyme

100
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uncut
Xbal

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

Expected size of fragment

EcoRV 10.8 kbp
BamHI 94,14 kbp
Xbal 92,15 kbp

kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A

V40pA3'element Rever|

Sequence — E

flori_R3

Sequence - B pAxCA_F1 Sequence — F -
Sequence — C pAxCALNLF1 Sequence — G -
Sequence - D BGH_rev2 Sequence — H -

APPROVED BY : s
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>vu__mn D04276A9_A7En_1_SV40pA3'element Reverse_A06_03_ABI24 Inst Model/Name 3500/3500 Instrument

" Biosystems
y D04276A9_A7En_1_SV40pA3'element Reverse Jun 13,2017 11:32AM, JST
SIN G265 A'228 T:244 C:167 primer name 4 : SV40pA3 Element Reverse KB_3500_POP7_BDTv3.mob Jun 13,2017 11:59AM, JST
KB.bcp Pts 1550 to 12438 Pk1 Loc:1527 Spacing:12.6 Pts/Panel1350
= _a . 3 .
KB1418 Cap:3 TCTGACTTGAGCGTCGATTT -3 Version 6.0 HiSQV Bases: 841 Plate Name: 20170613 kitaku
T 1T G/.GGGCGG G C 1T ‘H_QOA CGCCAGC CGCC BCCTT TTIACGGT TCCTGGCCTTTTGC TG GCCTTTTGC TCACATG IGAGGGCCET TTTECCCEA TG ATTEECT T
1Y 31 41 51 61 71 81 91 140 5tz 1
- Ub promsfes
SRT. H,H...H.mﬂ TAT ‘OD TAC GGCTGTTAG O. GAT TTGGAATT H_.ﬂ._;.m CTG T CAC GATATTAGTAC T mmﬂq_m CGT QW GT i ..‘ﬁ.ﬁq,ngi_,mm_m_ﬂ
121 131 141 151 161 171 181 2ol 211 221
582 »
o WUV I \ i |
AGTTTGEAGTTTT TTANT ETT T TG GACTAT CATATGCTTACCGT ET TG GTATTTCG %HHO%HODO%H] % TCTTETGE CACCGGGI
231 241 251 261 291 281 291 301 311 321 331
Ub pro
1164 -
582
0 : k L | b I 2 :
TCTTCGAG GACCTGTTTTAGAGCTAG TAGC GT'T AT GGCTAGTCCGTTATCAARCTTG i AGTG GCACCGAGTCGGTGC|TTTTTT|IGTTTIAGAGCTAG T
341 351 361 371 381 391 401 411 421 431 441 451
wﬁZD ﬁn&ni% _u.o_al
1164 A +orminds
582
0 (| | \ [ _ WYYV ; \
GC GTTA! T GECTAGTCCGTTTTTAGECGECGTGCGEC TTCTGCAGAC TGGCTCTAGAGGTACCICGT TACAT CT TACGGT TEGCCEGCCETGGCTGACCTH
461 471 481 491 501 BTl 521 531 541 551 561
CMV enhancev
1164
ooyt el
A,
o AWy ot e Ve AR
FCEE CEACCCCLCGCCEATTGAEGTE TAGT C GCC TAG GCGACT TT CEAT TG AC GTC TGGGTGGAGTATTTACGGT CTGCCCACTTGGCAGTACATC G’
571 581 591 601 611 621 631 641 651 661 671
1164
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. Applied D04276A9_A7En_1_SVA40pA3'element Reverse_A06_03_ABI24

Inst Model/Name 3500/3500 Instrument

i v BioSystems D04276A9_A7En_1_SV40pA3'element Reverse Jun 13,2017 11:32AM, JST
SIN G:265 A:228 T:244 C:167 KB_3500_POP7_BDTv3.mob Jun 13,2017 11:59AM, JST
KB.bcp Pts 1550 to 12438 Pk1 Loc:1527 Spacing:12.6 Pts/Panel1350
KB1418 Cap:3 Version 6.0 HiSQV Bases: 841 Plate Name: 20170613 kitaku
IGTATCATATGCCAAGTAC GCLCECTATTGACGTC RPATGACGE T TGGCCCGCCTGG CATTGTGCCCAGTACATGACCTTATGGGACTTT CCTAC TIGEGCAGT
681 691 701 711 721 731 741

751 761 771 _ 78

TCTACGTATTAGTCATCGCTATT ACC ATGG TCGA GGTGAG CCCCACG TTCTGC IT CAC TCTCCCCATCT C6 CC C T € € A CC CC PTG f T
791 801 811 821 831 841 851 861 _—g71
e
\\Ir\

1164
582
0 o< e T

TTTA TTTTTTT TTATTTTTGT GCA CG ATGGGGG C GGGGGGGG GGGGG CT CC

881 891 901 911 931
1164
582
0
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Applied

W_Om<m.nm=._m D04276A9_A7En_1_pAxCA_F1_D03_12_ABI24 Inst Model/Name 3500/3500 Instrument
D04276A9_A7En_1_pAxCA_F1 Jul 04,2017 03:33PM, JST
SIN G:235 A:313 T:343 C:334  primer name mv : pAxCA_F1 KB_3500_POP7_BDTv3.mob Jul 04,2017 04:00PM, JST
KB.bcp : ; Pts 1327 to 13335 Pk1 Loc:1304 Spacing:11.8 Pts/Panel1350
KB1.4.18 Cap:12 B @GECTTETEECET GTBACCERC-S Version 6.0 HiSQV Bases: 1044 Plate Name: 20170704 kitaku
& €GGGEIEE T GG ° 416 TTCATGCCTTCTTCTT TTTCCTACAGC TCCTGGGCAACGTGCTGGTTATTGT GCT GTCTCATCAT TTT GGC GAARTTCTAHATAACTITCGTA
1 11 21 31 a1 51 61 71 81 91 10 19,
_ _; i \m m\QNH qu
1096 k | ChimeriC ny0n < OX
o J) oot
|
0 £ . A ALY \ )
TA GCATACATTATACGAAGTTATAT TAAGGGTTCCGGEATCCTCGGGGACACT TATGGCGATCTCGGCCTT TTCGTTTCTTGGAGCTGGG ACATG TTTGCCATC GAT CCA
121 131 141 5L 161 171 181 191 201 211 <)
Lox P ik
1096 iy
548
TETACCATCA G Ommﬂnmqﬂ GATCT On_,OﬂO CLCE I'MG TTT.CCAECG G CEACCET TG CE GT CCACE Om ﬂmmﬁwmhhmnq G ET RECECAGCGTCT ﬁmmmﬁ
231 241 251 261 271 281 291 301 311 321 331
Byl
1096
548 —
CCGTTGTAGCCGCCE TTGTTGT TATTGTAGTTGCTACTGTTAT TTCTGGCACTTCTTGGTTTTCCTCT TAAGTGAGG AGGAACATAACCATTCTCGTTGTTGTC GTTGATGE
341 351 361 3 381 391 401 411 421 431 441 45
1096
O — L —— e
TT TTTTGCACT TGT TCGCTCAGTTCH GCCATA ATAT G TGCTTTTCTTGT TGT TCTTACGGAATACCA CTTG CCACCT A TCACC CT/ACTTTTTCCCGTTCCT
1 a61 471 481 491 501 511 521 531 541 551 561
1096
™ CCATCTCTTTTATATT PTTTTTCTE CAGGERAT CTT TG TH CCTTACTTCTGTGGTGTGACATAATT GGAC CTACECTACAGAGATTT GCTCTAAGGT T
571 581 591 601 611 621 631 641 651 661 671
Smell T
1096 Kol .
o eV ooyl W e W o o
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Applied

Bi Om<m.nm_.5m D04276A9_A7En_1_pAxCA_F1_D03_12_ABI24 Inst Model/Name 3500/3500 Instrument
D04276A9_A7En_1_pAxCA_F1 Jul 04,2017 03:33PM, JST
S/IN G:235 A:313 T:343 C:334 KB_3500_POP7_BDTv3.mob Jul 04,2017 04:00PM, JST
KB.bcp Pts 1327 to 13335 Pk1 Loc:1304 Spacing:11.8 Pts/Panel1350
KB14.1.8 Cap:12 Version 6.0 HiSQV Bases: 1044 Plate Name: 20170704 kitaku
ﬁl T TT ITTAAGTGTATAATGTGT T CTACTGAT TCTAATTGTTTGTGTAT TTTAGATTCCAACCTATGGAACTGATGAATGGGAGCAGTGGTGGAATGCCTTTAAT
681 691 701 711 721 731 741 751 761 771 781
[ £ .
1096 Gural =
intron
N %??E% f@ A
0 ?s%?éﬁ M vy %ﬁ%ﬁggéi?% e
GAGG TGTTTTECTCAGE TGCCATECTAGTGATGATGAGBCTACTGET GACTLT TC TAC TECTC CA G GTA|G rA GACCECARG
791 801 811 821 831 841 851 861 BT 551 891
1096 SU&o NLS
548
0 gfﬁgﬁégig%@&&%%@% J\voofdbﬂ\/\
GACTTTCCTTCAGAATTGCTAAGTTT TTTGAGTCATGCTGTGTTTAGT CTETTEETTE T TTEU TAT DT AL GETGICACT GE TAT
901 911 921 931 941 951 961 971 981 991 1001
1096
548
TTAT GG TAT T B TG'T OH_nAj. TAAGTA G vl i N TR ETHE T T i T B NGTA T *
1011 1021 1031 1041 1051 1061 1071 1081 1091 11
1096 _
548 _
IfO > .OO —o DogdlD “.VW S S Do s s 1.!.‘PII|:.‘,M|NFN\‘\1.' = S s A
G e WEME e 5K W T g oTa me e e T BTG T GG TT AaG € ThTTT ¢TTT GG T GG T T
01 1111 3
1096
548
0 e~ e S e > =~
TR T
171
1096
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O — e —— w-““h“mm
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Applied

Biosystems D04276A9_A7En_1_pAxCALNLF1_B03_06_ABI24 Inst Model/Name 3500/3500 Instrument
D04276A9_ATEn_1_pAxCALNLF1 Jul 04,2017 03:33PM, JST
SIN G:221 A:277 T:159 C:297 primer name (5 : pAxCALNL_F1 KB_3500_POP7_BDTv3.mob Jul 04,2017 04:00PM, JST
KB.bcp ; N . Pts 1374 to 13308 Pk1 Loc:1351 Spacing:11.86 Pts/Panel1350
KB 1.4.1.8 Cap6 5- CACTGCATTCTAGTTGTGGTTTGTCC -3 Version 6.0 HiSQV Bases: 1013 ‘ Plate Name: 20170704 kitaku
[ g TCRTC TTATCATG TCT GG/TQT GACATG G TAAGTAAGCT TG GGCTGCAGG TCGAGGG/CCTHATAACT TCG TATAGCATACATTATACGAAGT TATAT GTCGACH
il rS 19 2 37 46 55 64 i 82 91 100 109
I:Rnﬁ > m?_.H
1162 | SVHY poly () n&%_ lox\ /
_ . Dt |
. ; _ W |
3GTACCGCGGGCCCGGGATCCACC GGTGCCACOATD|G ACTATAAGGACC ACGACGGAGACTACAAGGATCATGATATTG ATTAC GACGATGACGATAAGATGGECCE
118 127 136 11 55fan 154 163 172 181 190 199 208 717

Tﬂs 1 Apel BamHT

W% i Ml M

G G GCGG GGTC|GGTATCCAC GGAGTCCCAGCAGCAG GTACAG CATCGGCETGGRCATCGGCACC CTCTGETEGG GETGEGCEGTGATE ﬂﬂm ﬁm GT AC
226 wa 244 253 262 271 280 289 298 307 316 325 334
e i e = ey 8
1162 7_(
. >§§> >>§>>§z<§</> >
GGTGCCC DO GGTGCTGGGC CACCGACCGGCACAGCATC CETG _,ODD G'E CET GCTGTTE m C mnmmﬂm & Drom GGCCACCCGG
343 352 361 370 379 388 397 406 415 424 433 442 45
1162
581
0 A% AR AREARIEA
TG GAGAACCGCCAG G GATACACCAGAC GG G CCEGATCTGC TATC T'GC GAGATCTTCAGC CG AG AT GGCC GGTGGACGACAGC TTCTTCCACAGACT
1 460 469 478 487 496 505 514 523 532 541 550 5559

Ball

bbb o Nl

GRETECCTTCCTGETEG GAGGAT G GCACGAGC GGCACCCCATCTTCG GC TCGTGGACGAGGBGTGGCCTACCACGAG GTACGC CRC CAT CTACCACCET
568 577 586 295 604 613 622 631 640 649 658 667

1162

I o e A e ol W
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Applied

' Bi osystems D04276A9_A7En_1_pAxCALNLF1_B03_06_ABI24 Inst Model/Name 3500/3500 Instrument
D04276A9_A7En_1_pAxCALNLF1 Jul 04,2017 03:33PM, JST
SIN G:221 A:277 T:159 C:297 KB_3500_POP7_BDTv3.mob Jul 04,2017 04:00PM, JST
KB.bcp Pts 1374 to 13308 Pk1 Loc:1351 Spacing:11.86 Pts/Panel1350
KB1.4.1.8 Cap6 Version 6.0 HiSQV Bases: 1013 Plate Name: 20170704 kitaku
GAGARAG CTGGTGGACAGCACCG ACAAGECCE ACCTGEG 6C TG ATCTATC TG GCCCTGGCCCACATGATCAAG TTCCGGGGCCAC TTCC TGATCGAGG GCGALLE TG
676 685 694 703 Tid 721 730 739 748 757 166 775 784
1162
581
el oMW
CCCCGACARCAG G ACGTGGACARGEC TGTTEATCCAGETGETECAGATET CCABUTGT TCGAGS CCCCATCRACGCCAG OB GCGTGGACGECA REECE
793 802 811 820 829 838 847 856 865 874 883 892
1162
581
0 géwy%é%gﬁ%ggég&g
GE T TCTGCCAGACTC GRGCAGACG G CETCC TCTGATCGCCECAGC TGEEC EGGCGAG \A T'EG BE TE TTE 66 CC TG ATTGCCC TG
901 910 919 928 937 946 955 964 973 982 991
1162
581 p
o 000000 a00x00-Croe O a0
qommmn_nam GiE L C G TITE G.AGE PAC TTCGACE TG 3AC G ¢ AT BCO ¢ TEC AGE TE AG
1000 1009 1018 1027 1036 1045 1054
1162 QS@LL‘
581
O e e e e e e e e e ——— e - . e
@ TG E T il i Cle TC GGEEE GC: AUS TTAG G CE G ¢e WE THTE T 6 €C GE Ge G Tig TE T € &6 ¢ & P
1090 1099 1108 1117 1126 1135 1144 1153
1162
581
»’ = = ™ R
0 P O B -0 T P = D N G . S =S S
e & THe EE T6 Ea ¢E G TAat ¢
1162 1171
1162
581
O "‘\"l e ——
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Applied
B w Biosystems D04276A9_A7En_1_BGH_rev2_F10_16_ABI24 Inst Model/Name 3500/3500 Instrument

D04276A9_A7En_1_BGH_rev2 Jul 26,2017 09:13AM, JST
SIN G:55 A:47 T:63 C:78 primer name @ . BGH_rev2 KB_3500_POP7_BDTv3.mob Jul 26,2017 09:52AM, JST
KB.bcp ' Pts 1508 to 13458 Pk1 Loc:1485 Spacing:12.09 Pts/Panel1350
m il A A A el

KB 1.4.1.8 Cap:16 TErmHoe GGACAGTGGE -3 Version 6.0 HiSQV Bases: 1004 Plate Name: 20170726 kitaku
CARIEGCG CITAGG (X TGCICGG GGG AGG GGCIAACAACAG ATG GC TG GCAACTA G AAGGCACAG|TCGAGGC TG ATCAGCGAGCTCTAGGAARTTC|TTACTTTTTCT TTTT TGCH

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

_ A
| 1
1210 B plr) EcoRT | . Cas9

605
o~ \g 2? 0OV 1Y

CTGGCCEGCCTTTTTCGTG GCCGCCGGCCTTTT GTCEGCCTCCCAGC TG AG ACAGGTCGATCCG TGTCTCGTACAGGCCGGTGATGCTCTGGTGGATCAGGGTGGC GTCCAGC
118 L 136 145 154 163 172 181 190 199 208 217 4

1210
605

0 \ _

CETCT T ITGCETECTEGTGTACCTCE TTCCGETCGATG BT GG TGTCH GTACTTGAAGGC GGCAGGG GCTCCCAGATTGGTCAGGGTARACAGGTGGATGATATTCTCGGCCTGC
26 235 244 253 262 21 289 298 307 316 325 334

12148

_E:;?:.Es:_:E;aa:.s::::._=_,,.E:.__,E.E.FsszE_.::sE,

TCTCTGATGG GCTTATCCCGGTGCTTGTTGTAGGCGGACAGCACT TTGTCCAGATTAGCGTCGGCCAGEATCACTCTCTTIGGAGAACTCGECTGATC TGCTCGATGATCTCGTCY

343 352 361 370 379 388 397 406 415 424 433 442 451
1210
605 P »
0
CAGGTAGTGCTTGTGCTGTTCCACSE AACAGC TGTTTCTGC TCATTATC CTC GGG GGAGCCCT TCAGCTTC TCATAGTGGC TGGCCAGGTACAGG R GTTCACATATTTG GAGCG
460 469 478 487 496 505 514 523 532 541 350 559
1210

) | | | A\ VY Vi )

GCAGGGC CAGTTCGT TTCCCTTCTGCAGTTCGCCGGC AGAGGCCAGCATTCTCTTCCGGCCGTTTTCCAGCTCGAACAGGGAGTACTTAGGCAGCT TGATGATCAGGTCC
568 577 586 585 604 613 622 631 640 649 658 667 |

1210 Vatl
605

L0 . "W : [\ )
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= Applied
%Mwm Biosystems
SIN G:55 A:47 T:63 C:78

KB.bcp
KB 1.4.1.8 Cap:16

D04276A9_A7En_1_BGH_rev2_F10_16_ABI24
D04276A9_A7En_1_BGH_rev2
KB_3500_POP7_BDTv3.mob
Pts 1508 to 13458 Pk1 Loc:1485
Version 6.0 HiSQV Bases: 1004

Inst Model/Name 3500/3500 Instrument
Jul 26,2017 09:13AM, JST

Jul 26,2017 09:52AM, JST
Spacing:12.09 Pts/Panel1350

Plate Name: 20170726 kitaku

PTTTTCACTEETTTGTAGC CCTTGGCECT T CCAGH

L\ AGTCGATGGGAT TECTTCTCEGAAGCTGETTCTT TCCATGAT GGTGATCCCCAGCAGETCT TTCACACTCTTCAGT ]

676 685 694 703 712 721 730 739 748 57 766 775 7

1210
605

0 Aoy V) (O O XY A0 & N N N 0 A N e

TCTTGGACTTGCCC TTTTCCACTTTG GCCACCACCAGCACAG AATAGGC CACGGTGGGGCTGTCGAAGC CGCCGTACTTICTTAGGGTCCCAGTCCTTCTTTCT

84 793 802 811 820 829 838 847 856 865 874 883
1210
605
0 0 eald (o O 000, 00 O 0 OO0 Sl SO0 XD % CaC R O
GEEEATCAG ETTATC BETE TTCETC TTGGEGCA CGATAG AC TC PTIPPE COT'G BA GCE G CETEeG PCTEERACCTCE @ IC TTETITCACGE ATATT C RE'T T'GGER
892 901 910 91% 928 937 946 955 964 973 98]

G CATE C TCAGEAC TTTCECEELCAE G TEBE € e £ CieEE CGe T TA TEGCCEAE C CHE ATE T CCEE G TITITEGE G .G PG TC G
m_ 891 1000 1008 1018 1027 1036 1045 1054 1063
1210
605 |
0 Do A Der D STl el > 2 <L > el e e S < = s O
T € AG A G T GGCE ITT € T G AA TC TCG C G A T GG 5 G T ARA T E T & G T @ T GG : T
1072 1081 1090 1099 1108 LILT
12010
605
0 o > DO O P S e e O T e e e e g —
T c T (IG pat T G(A
1126 1135
1210
605
0 R
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' Applied ;
pw Biosystems D04276A9_A7En_1_flori_R3_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument

D04276A9_A7En_1_f1ori_R3 Jul 26,2017 09:13AM, JST
SIN G:231 A:243 T:121 C:212 primer name m © flori_R3 KB_3500_POP7_BDTv3.mob Jul 26,2017 09:52AM, JST
KB.bcp ; . Pts 1510 to 13000 Pk1 Loc:1487 Spacing:13.25 Pts/Panel1350
KB 14.1.8 Cap:13 m-ﬂﬁEﬁOOOOﬂOOﬂ>O>OOOO -3 Version 6.0 HiSQV Bases: 116 Plate Name: 20170726 kitaku
(CCCATGC TC 1ITG CG "ATGC G GTGPC fnTACC GCACAG ATGCGTAAG GAG FRAARTAC CGCATCAG GCGCC|CCTG CAGGCAGCTGCGCGCTCGCTCGCTCAC TG AGGCCGCCCGE
2%4ELe78 10:11211 1112 i fq.m.;qumwmmmmmmmmmmwmmmf”H:::S:::
T\t I
688 i 7 kAVZ LTR
344
0 . . J |
GCARAMCCCGGECGTCGG GCGACCT TTGG TCGCC CG GC CTCAATAAR AR AGC G AG AG
:”:":H::HH:HH::::E i RO o 1 A 1 e 1 Ml
688 __
344 [
0 [
088
344
o -
688
344
0
688
344
0
688
344
0
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