P-1 Gene Engineering Division
RIKEN BioResource Research Center

ﬂ RIKEN DNA BANK clone name : pHTB Cas9
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@ Clone ID . RDB _ 12994

@ Lot - 12994 _ A4Jn

@ DNA Concentration - 25 nanogram/microliter

@ Volume - 40 microliter

@ Form :  DNA solution in TE buffer

@ Host s DH5 alpha

@ Culture . LB medium

@ Antibiotics e 100 microgram/ml Ampicillin

@ Purification . QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

1 kb Plus DNA Ladder 12994
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Electrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI i 7.3 kbp
HindIII - 4.9, 2.3 kbp
Sacl - 4.1, 3.2 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 Pr0100 reverse-2 insert 5'
Sequence - B Pr1256 cas9-B_F insert 3',SV40 NLS,T7 pro
Sequence - C ~ = -
Sequence - D = = B APPROVED BY

Sequence - E > 5 -

Sequence - F E 3 %

Sequence - G 3 - A 221101

Sequence - H & = %

http://dna.brc.riken.jp



»m %_ww,_\_mmﬁmam RDB12994_3_reverse2_A06_03 Inst Model/Name 3500/3500 Instrument
; RDB12994_3_reverse2 Oct 30,2014 11:47AM, JST
SING30A:35T:20C24 primername 4 :  reverse-2 KB_3500_POP7_BDTv3.mob Oct 30,2014 12:14PM, JST
KB.bcp 9 ¢ Pts 1292 to 12731 Pk1 Loc:1269 Spacing:11.34 Pts/Panel1350
KB 1.4.1.8 Cap:3 o GUGDRIAACRI T CACHOASTRE Version 6.0 HiSQV Bases: 960 Plate Name: 20141030_mix
NN va.,Z. INNPMNNNINN NN NNNNN NN NCN INNNNNNNNCTCNCTAAAGG G AACNAAAGCT bl CNICAATT:CEGCAGACT TAAGACCAGCATT CTTAGTTTIAGCTI S CRACT CAC ‘Hi
¥ 10 19 28 37 46 64 " 13 82 91 100 109 .
/ |
1004 :
|
502 A DT ’ » , »
s AW,
O ;.b) “‘é‘ ‘ ‘J. ."»‘ ’ ‘ ». o ‘ A A . ' A » “ .’ A i A
GG2CGCGTACTGTCTGTGTCCGGC TTTTTTCTTTATCTCACAGCCAAA-TCAC TAAATA HOEOOOO\»HOOO ATAKIATG/G ATAAGAAATACTCAATAGGCTTAGATATCGGCACA
118 12 136 145 154 163 102 181 90 199 208 217 226
Mlal Boum 111 EwRVT
1004
e e, : E » EE TN
: NUARRAARA A VAW VATI A AR
AATAGCGTCGGATGGGCGGTGATCACTGATGAATATAAGGTTCCGTCTAAAAAGTTCAAGGTTCTGGGAAATACAGACCGCCACAGTATCAAAAAAAATCTTATAGGGGCTCT T
235 244 253 262 271 280 289 298 307 316 325 334
1004
502 »
0
TTATTTGACAGTGGAGAGACAGCGGAAGCGACTCGTCTCAAACGGACAGCTCGTAG AAGGTATACACGTCGGAAGAATCGTAT TTGTTATCTACAGGAGATTTTTTCAAATGAG
343 352 361 370 379 388 397 406 415 424 433 442 451
1004
o : I » L A E Ul o :
VUV A PV U A o A A \ ; Ly :E YUV ?: )
ATGGCGAAAGTAGAT GATAGTTTCT TTCATCGACTTGAAGAGTCTTTTTTGGTGGA \AGACAAGAAGCATGAACGTCATCCTATTTTTGGAAATATAGTAGATGAAGTTG
460 469 478 487 496 505 514 523 532 541 550 559 mm,
1004
502
0 /\ > » » |
CTTATCATGAGAAATATCCAACTATCTATCATCTGCGAAAAAR AT TGGTAGATTCTACTGATA AG CGGATTT GCGC T TAATE TATTTG GC CT TAGCGCAT AT GAT TANGE
58 577 586 595 604 613 622 631 640 649 658 667 676
Ko T
1004 |
- %éé%%é%%é%%%g?
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= Applied
»w Biosystems RDB12994_3_reverse2_A06_03 Inst Model/Name 3500/3500 Instrument

RDB12994_3_reverse2 Oct 30,2014 11:47AM, JST

S/N G:30 A:35 T:29 C:24 KB_3500_POP7_BDTv3.mob Oct 30,2014 12:14PM, JST
KB.bcp Pts 1292 to 12731 Pk1 Loc:1269 Spacing:11.34 Pts/Panel1350
KB 1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 960 _u_m;m Name: 20141030_mix
TTTCGTGGT CATTTTTT GAT TGAGGGAGATT TAAATCCTGATAA TAGT GATGT GGAC AAACTAT TTAT CNN GTTGGTACNAACCTACAATCAAT TATTT GZ 4

685 694 703 712 721 730 739 has 757 766 5 78|

CCCTATTAACGCAAGTGGAGTAGATGCT ARAAGCGATTCT TTCTGCNCGATTGANTARATCAAGACGAN TAGARAAATC TCAT TGCTCANCTCCCC GGTG NN A2

4 793 802 811 820 829 838 847 856 865 874 88
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502 : |
|
0 (XY DAY 0% 0.6 0 0hd 070 0 VD 0 0O oL AO Y
JAAARAAANTGGC TNAT T IGGG ANTCTCATTGC TTTGNNNAT NG GGT TNGACCCCTAATTT TAAA NCAAATTTTTGATTTG N G2AN NNNGC TN ANNTNNC N

892 0901 910 <919 928 937 946 955 964 973 982

CTTTNNAAANNATAC TTNCN ATGANGAT T NNATNANTTT NNNN N NN GNNNA2AN NNWNN N2 N NNNNNN NNNNN NNNNNTTN N N NIIN NNN NNN
991 1000 1009 1018 1027 1036 1045 1054 1063 1072 |
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P,m Applied 12994_12994_B2JeF_3_cas9-B_F_F01_06_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
ik 12994 12994 B2JeF_3_cas9-B_F Oct 17,2022 05:25PM, JST
SING72A99T:86C67  primername g : cas9-B_F KB_3500_POP7_BDTv3.mob Oct 17,2022 05:54PM, JST
KB.bcp Pts 1419 to 13647 Pk1 Loc:1396 Spacing:12.35 Pts/Panel1350
KB1.4.1.8 Cap6 5'-AACGGTCGTAAACGGATGCT3' | Version 6.0 HiSQV Bases: 892 Plate Name: 20221017 _kitaku
NNNNNINNNNNMNN NMN N INNN N 2GCT G GCTCT xmo ATAT GT GAATTTTT TATAT TTAGCTAGTCATTATGAAAAGTTGAAGGGTAGTCCAGAAGATAACGAACA A
17 10 19 28 w.; 46 = 64 3 82 91 100 109 |
w m&& >
1410 [
705 _ |
P
0 &v‘ S Y X0
AATTGTTTGTGGAGCAGCATAAGCATTATTTAG?E HO \GATTATTGAGCAAATCAGTGAATTT TC TAAGC GTGTTATTTTAGCAGATGCCAATTTAGATARAGTTCTEAGT GC|
118 127 136 145 154 163 172 181 190 199 208 217 226
1410
705
0
ATATAACAAACATAGAGACAAACCAATACGTGAACAAGCAGAAAATATTATTCATTTATTTACGTTGACGAATCTTGGAGCTCCCGC TGCTT TTAAATATTT TGATACAACAA
235 244 253 262 271 280 1288 298 307 316 325 334 )
Sacl
1410
0 <<</> /\ » »
ITGATCGTARACGATATACGTCTACAAAAGAAGTTTTAGATGCCACTCTTATCCATCAATCCATCAC TGGTC TTTATGAAACACGCATTGATTTGAGTCAGCTAGGAGGTGAC
343 392 361 370 379 388 397 406 415 424 433 442 451
1410
705 ,
0 » » » » » /
GGT TCTCCCAAGAAGAAGAGGAARAAGTCITC GAGCGGTG GAGC TGCAGGATGAARAATTC GATATC TAACCGACTCCACTCCCACACAATTAARAGACAATGCTTGGTGATTT mm,.n.oeg,
46 469 478 XroH»mq bwm?\_\ﬁ 505 mnmdwm,\ 523 532 541 550 559 L
1410 Sv40 NLS
705 : ,
0 | /\ N\ » /\
PTTTGGCTAAAT TATATAATAAAAATTT GAARAAGGTT GATATAATAAACTAATTTGAAAAGCT? \AAAAAAAAAAAAAALAA ACTCGAGGCGGCCGCGGQGTACCCAATTCGC
568 ST 586 595 604 613 622 631 640 649 658 RV»;H 667
XpoL ~ NoTL
1410 :
705 ; : 7
0 A ) A () /) b.. a A N
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p,w Applied 12994 12994 B2JeF_3_cas9-B_F_F01_06_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems 12994 12994 B2JeF_3_cas9-B_F Oct 17,2022 05:25PM, JST
S/N G:72 A:99 T:86 C:67 KB_3500_POP7_BDTv3.mob Oct 17,2022 05:54PM, JST
KB.bcp Pts 1419 to 13647 Pk1 Loc:1396 Spacing:12.35 Pts/Panel1350
KB 1.4.1.8 Cap:6 Version 6.0 HiSQV Bases: 892 Plate Name: 20221017_kitaku
TAGTGAGTCGTAT TAICAATTCACTGGCCGTCGTTTTACAACGTCG TGINC. TG GGARAACCCTG NCGT TACCCAARCTTARATCGCC TTGCAGCACATECCCCTTT 7
685 694 703 712 721 _ 730 739 748 757 766 ; 784

Z
1410° P o4 V,\cs\&\ﬂ@_\
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