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Gene Engineering Division
RIKEN BioResource Research Center

RIKEN DNA BANK

clone name : AAVS1 T2 CRISPR in pX330

@ Clone ID s RDB _ 13917

@ Lot : 13917 _ A6BS8

@ 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

1 kb Plus DNA Ladder 13917
(NEB#N3200L),

250 ng/well 5
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Electrophoresis : 100 nanogram DNA per lane ; 1% agarose gel, 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Xbal : 8.5 kbp
Sacl : 6.6, 1.9 kbp
kbp
kbp

@ Confirmation of the insertion sequence
Please be sure to check our sequence analysis results before your request.

Sequence name | Primer ID Primer name Confirmed feature
Sequence - A Pr0648 U6pro_F3 U6 pro,gRNA,gRNA scaffold, CBh pro
Sequence - B Pr0650 Cas9-N_R1 Cas9,SV40 NLS,3xFLAG,CBh pro
Sequence - C Pr0o885 bGH_rev3 BGH pA,nucleoplasmin NLS,Cas9
Sequence - D - = = APPROVED BY :

Sequence - E - = N

Sequence - F - - -

Sequence - G - - -

Sequence - H - - s

http://dna.brc.riken.jp



bow Applied : 13917_13917_B2JjF_UBpro_F3_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y , 13917_13917_B2JjF_U6pro_F3 Oct 21,2022 02:05PM, JST
SIN G:472 A'565 T:443 C:513  primer name A : U6pro_ F3 KB_3500_POP7_BDTv3.mob Oct 21,2022 02:32PM, JST
KB.bcp : i Pts 1502 to 13148 Pk1 Loc:1479 Spacing:11.72 Pts/Panel1350
KB14.18 Cap:14 5 AGTAATAATTTCTTGGGTAG 3' | Version 6.0 HiSQV Bases: 869 Plate Name: 20221021 kitaku
NNN NNNN N TNNNANNG G PDNNATNNTAT GCT T TACCGTAACTTGRAAGTATTTCGATTTCTTGGCTTTATATATCT TG TGG ARPAAGGAC|IGAAACACC GGG CCACTAGGG 2Q
5 § 10 g “ 28 z 46 55 64 T3 91 100 104
(
AATST RN
1214 — U6 pro 3 RNA
607 A :
‘)
O ' “V "" ‘» ; A A A A A ’ 1 .
AGG MNHAOHHH TAGAGCTAGAAATAGCAAG TTAAAATAAGGCTAGTCCGT TATCAACTTGARAAAGTGGCACCGAGTCGGTGCQTT TTTT GTTTIAGAGCTAGAAATAGCAAGTTAA
J 118 127 136 145 154 163 172 181 19 199 208 237
9RNA ™ ccaffold
1214
607 —
0 | M |
AATAAGGCTAGTCCGTTTTTAGC GCGTGCGCCAATTCT GCAGACARATGGCTC TAGAGGTACCLEGTTACATAACTTACGGTAAATGGCCC GCCTGGCTGACCGCCCAACG ,,,,OOQ,
226 235 244 253 262 271 280 298 307 2 316 325 334
Petl X bol W?H <BH ﬁ«cssﬁ«. ,
1214
607 |
; |
CCGCCCATTGACGTCAATAGTAACGC CAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACT TGGCAGTACATCAAGTGTAT Om.._H_.M..A.OOO.,<,.w.,Oh
343 359 361 370 379 388 397 406 415 424 433 442 451
) Ade T
1214 |
607 »
5 | |
TACGCCCCCTATTGACGTCAATGACG GTAAAT GGCCLGCC TG GCATTG TGCCCAGTACATGACCTTATGGGACTT TCCTACT TG GCAGTACATCTACGTAT HPOHO\AHOOOHW
460 469 478 487 496 505 514 523 532 541 550 559 i
1214
607 » »
0 A NN I A VY
ATTACCATGGTC BAGGTEACCECECACGTTCT GE T TCRACTOTCCC CATC TCCCCECECCTCCC CALC CCICAATIVTT G TRAT T.T-AT T EREETF A A TT BRI T O.HOO.DOOO&A
568 57T 586 595 604 613 622 631 640 649 658 667
Nel v
1214 7
607
; LAWY W AN W WA AWV AW
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' Applied .
Pw Biosystems 13917_13917_B2JjF_U6pro_F3_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument

13917_13917_B2JjF_U6pro_F3 Oct 21,2022 02:05PM, JST
- SIN G:472 A:565 T:443 C:513 KB_3500_POP7_BDTv3.mob Oct 21,2022 02:32PM, JST
KB.bcp Pts 1502 to 13148 Pk1 Loc:1479 Spacing:11.72 Pts/Panel1350
KB1.4.1.8 Cap:14 Version 6.0 HiSQV Bases: 869 Plate Name: 20221021 kitaku
GGGGGCGGGGGGGGGGGGGGGGINNCGCGCCAGG CGGGGCGGGGCGGGNC NNGGGGCGGGGCGGGNCNAGGCGNANAGGTGCGGCGGCANCCAATC ANE g
676 685 694 | 703 712 721 730 739 766 775
| : "
PAINCSESS— o |
1214 ChA _N\%\_&\m\ m
607 _
O »
GCGCTCCGAAAGTTNCCTTTNATGGNNAGGNGNNG GCGG CGGC NNCCCTATAAAAAGCN NNNCGCGCGGMGGGCGGGANNCGCNGCGCNCTGCNTN q
784 793 ¢ 802 811 820 829 838 847 856 74 ﬁ
1214
607
0 P O i e O oV e i — POV s GD Y =
CCNGNNCNNNNTCCG NNNNNNN CNTCGNNDNNG CCCNNCCCNNGGC TC TN NNNGANNNC G TNNN T NCN NN NN G " NN NGNN NGGNNIN N N NN |
883 892 901 910 919 928 955 964 |
1214
607
0
NNNN NN NNN NGNNNNNN N NN N NNNN NNN NNN N N NNNN NN NNN NNN NN NN N N NNNN NN NNN NNN N N NNN NI
973 982 991 1000 1018 1027 1036
1214
607
0
§ NN N NNN NN NNN NN N N N N N N N NNN N N N N N N NN N N NN N N N N ]
1045 1054 1063 1072 1081
1214
607
0
N N N N NN N N ,
1090 7
1214 ,
607 7
0
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Applied

b',w Biosystems

S/IN G:63 A:39 T:43 C:49
KB.bcp
KB 1.4.1.8 Cap:5

primer name g : Cas9-N_R1
5-TGATGCTGTGCCGGTCGGTG-3'

13917_13917_B2JjF_Cas9-N_R1_E02_05_ABIO8
13917_13917_B2JjF_Cas9-N_R1
KB_3500_POP7_BDTv3.mob
Pts 1229 to 13639 Pk1 Loc:1206
Version 6.0 HiSQV Bases: 394

Inst Model/Name 3500/3500 Instrument
Nov 09,2022 10:52AM, JST

Nov 09,2022 11:20AM, JST
Spacing:12.27 Pts/Panel1350

Plate Name: 20221109_mix

N N NNNNNNNNNNNNNN NNGNNN NNMNMN N TG T/CT CGTCG G T HON,.OOO CCCAGCCCACRGAGTTEGT CCCGATGTCCAGGCCGATGC TCGTACTTCTT OH0,000HQOHOOO%OHQ
1 4 b s 10 X3 218 e SAT 25.28 3134 40 43 46 49 PR 58 6% 64 67 0. 71316519 TR2 . BS B8 91 94 97--100- 103 106:'109 112115
{
| : *
1156 _ Cas |
R\ 4Vl ) *
0 \\\‘ X/ /.> '.s ( ()} |
OOH_OOU‘H,.H.OO.ON»OOH.HOOQOHHOHHOHHHO OOOOPHOHHWHOOHOH.,HOOHOHHH.OA..FN,HO..JWHm,.ﬂﬁm,,ﬂm..u,_.hOOHHOHN,”OHOHOOOHOOHOOHOOHHN,H.TOHO@ GTGGCA
118 121124 A7 130, .133°136.139.:142 145:148. 151 :1p4- 157 160°163 166 169 172 175,178 181 184  187.-190-7193°196 199202 205 308 211 214 217 200 223 226 224
Neco L
1156 SV40 NLS < 3xFLAG
578
0
CCGGT|ICCAACCTGAAAAARAA OHOPHHHO,.,,,OOOD.OOHOOHOOTOOH.&WHH..,,,P&OWHHm,...n.q,bOOOONPO CRAACCAARLCCATCEC H_H,.p.w.,,w.OOOHH_.v,OO_HOH__H_OOH.O?OOH,M,,.N,,.HHTOTOO
y D30 oRE - O3Q oA 04 DRT B0 063 256 2591262 265" 2687271 274\ 2751 280,283 286 289::292::295"298 301 304> 307310313316 319322325 328 331 334 337 340 34
moter
1156 CBh promo
5718 » » A
o LI \
CCGGCAGBAGAAGEGGCCGTCCCGECECGE TCACC HOHOOOWGHWW,OOOOOHO%.OHOPOb,OOOOOOQOOOOOOOOQOO m,OOOO.uu 5 |
3 346 349 352 355 358 361 364 367 370 373 376 379 382 385 388 391 394 397 400 403 406 409 412 415 418 421 auwb
< |
1156 |
578 |
|
o A | )\ . AW
1156 |
578 |
0 T ; A . : |
1156
578
0
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%ww Pﬁﬁ__mn 13917_13917_B2JjF_bGH_rev3_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
y 13917_13917_B2JjF_bGH_rev3 Oct 27,2022 10:07AM, JST
S/N G:46 A:38 T:50 C:71  primer name C bGH_rev3 KB_3500_POP7_BDTv3.mob Oct 27,2022 10:36AM, JST
KB.bcp , ; Pts 1474 to 13385 Pk1 Loc:1451 Spacing:12.03 Pts/Panel1350
KB 1.4.1.8 Cap:1 5'-TTAGGAAAGGACAGTGGGAGTG-3 Version 6.0 HiSQV Bases: 918 Plate Name: 20221027 _kitaku
NINNNNNMNNNNN MNMNNNNNNN NN MNGGG dCAACAGAT GGCTGGCAACTAGAAGGCACAG TCGAG|GCTG AT CAGCGAGCTCTAGGAATT CTTAETTTTTCTTTTTTGCCTG
1 10 19 - " 37 46 55 64 73 82 b 100 109 ,

fipes e SacT Bopt o
1106 < _ Bed y(4) s%ro@r,g n N

oo el e e N LU L e o T VL A

GCCGGCCTT TTTCGTGGCCGCCGGCCTTTT|GTCGCCTCCCAGC TG AGACAGGTCGATECGTGTCTCGTACAGGCCGGTGATGCTCTGGTGG ATCAGGGTGGCGTCCAGCACC]
118 127 136 14 154 163 112 181 190 199 208 217 226

L s;%é? NS Sl

o [ i I\

TCTTTGGTGCTGGTGTACCTCTTCCG GTCGATGGT GGTGTCAAAGTACT TGAAGGCGGCAGGGGCTCCCAGATTGGTCAGGGTARACAGGTGGATGATATTCTCGGC CTGCTC]
2395 244 253 262 271 280 289 298 307 316 325 334 7

1106

- T . Ui |

ICTGATGGGCTTATCCCGGTGCT TGTT GTAGGCGGACAGCAC TTTGTCCAGATTAGCGTCGGCCAGGATCACTCTCTTGGAGAACTCGCTGATCT GCTOCGATCATCTCGTLCCAGH

343 352 361 370 379 388 397 406 415 424 433 442 451 |
1106 :
- » »» » —
0 » » A
GTAGTGCTTGTGCTGTTCCACAAACAGCTGT TTCT GCTCATTATCCTCGGGGGAGCCC TTCAGCTTCTCATAGTGGCTGGCCAGG TACAGGAAGTTCACATATTTGGAGGCGCA
460 469 478 487 496 505 514 523 532 541 550 559 9
1106
553

0 | \ \ \ / )

GGGCCAGTTCGTTTCCCTTCTGCAGTTCGCCGGCAGAGGCCAGCATTCTCT TC CGGCCGTTTTCCAGCTCGAACAGGGAGTACTTAGGCAGC TTGATGATCAGGTCCTT

168 577 586 PotT 595 604 613 622 631 640 649 658 667 676
5

1106
593

0 /) | [\
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' Applied .
Pm Biosystems 13917_13917_B2JjF_bGH_rev3_A01_01_ABI08 Inst Model/Name 3500/3500 Instrument

13917_13917_B2JjF_bGH_rev3 Oct 27,2022 10:07AM, JST
S/N G:46 A:38 T:50 C:71 KB_3500_POP7_BDTv3.mob : Oct 27,2022 10:36AM, JST
KB.bcp Pts 1474 to 13385 Pk1 Loc:1451 Spacing:12.03 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 918 Plate Name: 20221027 _kitaku
T TCACTTCTTTGTAGCCC TTGGCTTCCAGAAAGTCGATGGGATTCTTC TCGAAGCTGCT TCTT TCCATGATGGTGATCCCCAGCAGCTCTTT CACACTCT TCAGT T
685 694 703 712 721 730 739 748 757 766 775 7€
1106
563
0 MYV . \ ) [ XYY oY A DO 0000 &
TCTTGGACTTGCCCTTTTCCACTTTG GCCACCACCAGCACAGAATANGCCACGGNGGGGCTGTNNAAGCCGCCG TACTTIC TTA NGGTCCCAGT PATCETT T
14 793 802 811 820 mmm" 838 847 856 865 §74 883
I
1106 Cas ] < :
mww : | s
0 & (0 g L0, XX X0ex 5 OO0 Sl Ml OB JOC 0L 3l o O )
CTGGCGATCAGC TTATCNC T TGTNNC NC TNNN NNANG ANANNCTC TTNGCTGNNNCCNNCTNNNTGC NNC NCNG NC NTTTTCACN NN ANTNNNN
892 901 910 919 928 937 946 955 3
1106
553
0 OO A IOCX XL X0 o ;
NNNGGN NNNGN NNNNNNNNTNNN NN NNNNNNNN NNA2ANNNNN NN NNN NNNN N zzzz%.\zzz N NNNN NN NNNNN NN N }
982 991 1000 1009 1018 1027 1036 1045 1054
1106
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0 : e L O O Do e
INNNN NN NNN NNNN NN N NN NN N N NN NN N N N N N N NN N NN N N N N N N NNN NN
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