Gene Engineering Division
RIKEN BioResource Research Center

Po RIKEN DNA BANK

clone name : CDCA7px330

tIKEH
BRC
® Clone ID . RDB _ 17380
® Lot - 17380 _A9Fh
@® 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 QIlAprep Spin Miniprep kit
@ Digestion by restriction enzyme
1 kb Plus DNA Ladder 17380 2
(NEB#N3200L), 5 8
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment
EcoRlI : 8.5 kbp
EcoRV 2 8.5 kbp
EcoRI + EcoRV : 6.2,2.3 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 Pro108 SV40pA3'element reverse U6 pro, gRNA (CDCA7) gRNA scaffold, CBh pro 5'
Sequence - B Prog50 CasS-N_R1 Cas9 5', SV40 NLS, 3xFLAG, CBh pro 3'
Sequence - C Pros06 BGH_rev2 bGH p(A), nucleoplasmin NLS, Cas9 3'
Sequence - D - - -
Sequence - E - - -
Sequence - F - - -
Sequence - G - - - 1 ;11.0:?
Sequence - H - - - 5

APPROVED BY :

http://dna.brc.riken jp



/({2 Applied

. ) Biosystems DOB399A7_A9Fh_2_SV40pA3'element reverse_C03_09_ABI24 Inst Model/Name 3500/3500 Instrument
o D06399A7_A9Fh_2_SV40pA3'element reverse Jul 04,2019 02:08PM, JST
S/N G:126 A:131 T:12, Uﬁ_—.—._m_. —._m.—ij . m<LOU>m_m_m—.3m3._“ Reverse *Amlmmoo.i_uo_ul\lm_u._-e.w—dc_u Jul 04,2019 02:34PM, JST
KB.hcp _ _ Pts 1369 to 12970 Pk1 Loc:1346 Spacing:11.56 Pts/Panel1350
KB1.418 Capg - CTCTGACTTGAGCGTCGATTT -3 Version 6.0 HiSQV Bases: 939 Plate Name: 20190704 _kitaku

NRM NMN NN N NMNNNN N NN MNNN N NN NMNGCMYG CAACGCGGCCTTTTIACGGTTCCT GGCCT TT TGCTGGCCTTTTGCTCACATG MG AGG GCCTATTTCCCA TG AT TCCT T
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CATATT TGCATATACGATACAAGGCTGTTAGAGAGATAAT TG GAATTAAT TT GAC TGTARACACAAAG ATATTAGTACAAAATACGTG ACGTAGAAAGTAATAATT TCT TG GG
L3 121 129 137 145 153 161 169 177 185 193 201 209 217 225
yomoter
i o C Q \U
558
0o | |
AGTTTGCA GTTTTAAAAT TATGT TT TAARAT GGAC TATCATATGCTTAC EG TAACTTGAAR GTATTTC GAT TTCTTG GCT ITATATATCTTGT GEGAAAGGALG? u‘n_.nom_th
233 241 249 257 Nmm\/\\ H 273 281 289 297 305 313 321 329 337
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STATCAATAGTCTTCTGAGTTTTIAGAGCTAGAAATAGCAAGTT 8 AT GGCTAGTCCGT TATCAACTTGAAAAAGTGGCACCG mq_nmmqmn_guﬂqeq_em_ﬁe%ehmumﬂ%‘. G’
345 353 361 369 377 385 393 401 409 417 425 433 441 449

nserted DNA for gRN A seatfold !

1116 ¢-pc A7 gRNA
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AATAGCAAGTTAARAATAAGGC TAGTCCGTTTTTAGCGCGTGCGCCAAT TCTGCAGACAAATGGCTCTAG Omﬂ.nn_ﬁmﬂﬂ.‘.n.“m_p,OQH‘OOQH LAATGGCCCGCCTGGCTG
457 465 473 481 489 497 505 513 521 529 537 545 553 561
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ACCGCCCAACGACCCCCGCCCATTGACGT CAATAGT LCGCCAATAGGGACTTTCCAT TGACGTC? TGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCA
569 577 585 593 601 609 617 625 633 641 649 657 665 673
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» Applied i
Biosystems D06399A7_A9Fh_2_ SV40pA3'element reverse_C03_09_ABI|24 Inst Model/Name 3500/3500 Instrument

D06399A7_A9Fh_2_SV40pA3'element reverse Jul 04,2019 02:08PM, JST
SIN G:126 A:131 T:122 C:154 KB_3500_POP7_BDTv3.mob Jul 04,2019 02:34PM, JST
KB.bcp Pts 1369 to 12970 Pk1 Loc:1346 Spacing:11.56 Pts/Panel1350
KB 1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 939 Plate Name: 20190704 _kitaku
[ AGTG TATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTGTGCCCAGTACATGACCT TATGGGACT TTCC TACT TGG CAGTA
681 89 697 705 713 721 729 737 745 753 761 769 777 71
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CATCTACGTATTAC TCATC GC TAT TACCATGE eom._zmen GECT ERCETTCTECTICACT CT EECL AT C TECCECCCEE NNC B.CACCCCEA AT T TTG EETAT T T
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Applied
w_wmn<ﬁm3m

S/N G:161 A:92 T:96 C:13C primer name [ : Cas9-N_R1

-

& ..@ H

r._.,rt.\

D06399A7_A9Fh_2_Cas9-N_R1_C02_08_ABI24
D06399A7_A9Fh_2_Cas9-N_R1
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
QOct 09,2019 02:02PM, JST
Oct 09,2019 02:28PM, JST

KB.bcp _ . Pts 1368 to 12972 Pk1 Loc:1345 Spacing:11.83 Pts/Panel1350
KB1.4.1.8 Caps8 S TEATGCTETCEOCETCEETE =3 Version 6.0 HiSQV Bases: 392 Plate Name: 20191009_kitaku
N NNINN NNGN NNNGNNMN T TG NNNTCG TCG GTGMCAC GG CCCAGCCCACAGAGTTG GT GCCGATGTCC(AGGCCGATGC TGTACTT CTTGTC|GGCTGCTG GG ACTCCG TG
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GATACC|GACCTTCCGCTTCTTCTTTG GGGCCAT|CT TAT CGTCATCGTC T TT GTAATCAATATCATGATCCT TG TAGTCTCCG TCGTGGTCCTTATAGT QCATIGGTGGCACCGG
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H_OD Oﬁ TG GTGATTTCAGGCAGGTGCTCCAGGTAATT ACATTAATACECCCACCAACCE CERT BCE TT. CCCTTACCTCTTGCTCAGC TAATTACAGCCCGG
mw 232 mww 238 241 244 247 250 253 256 259 262 265 268 271 274 277 280 283 286 289 292 295 298 301 304 307 310 313 316 319 322 325 328 331 334 337 340 3
1188 CBh prowwter
GGAG AAGGGCCGTCCCGCCCGCTCACCTGTGGGAGT CGCGGTCAGTCAGAGCCGGGGCGGGCGGCGLG mm."zz
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:» Applied

' Biosystems D0O6399A7_A9Fh_2_BGH_rev2_B02_02_ABIO8 Inst Model/Name 3500/3500 Instrument
D06399A7_A9Fh_2_BGH_rev2 Jul 08,2019 04:13PM, JST
S/N G:71 A:63 T:82 C:101  primer name Q : BGH _rev2 KB_3500_POP7_BDTv3.mob Jul 08,2019 04:41PM, JST
KB.bcp , A A A , Pts 1491 to 13509 Pk1 Loc:1468 Spacing:12.24 Pts/Panel1350
KB 14.1.8 Cap?2 5- TATTAGG GGACAGTGGG -3 Version 6.0 HiSQV Bases: 981 Plate Name: 20190708_mix
NFMRNNNMNMN IN RN N ZUZZWZZZZZZQHZQDZZVZZH,Z" CAG ATGGCT G GC CTAG GGCACAG|TC G AGGCTG ATCAGCG AGCTCTAGG TITCITTACTTTT TCEET BT THEL
1 9 19 28 37 a6 55 64 78 82 00 109
" SacT 7 EcoRI|s?p
11.8% |”w%1 hg\\g |
_

0 2 e\ e MW e ,.5.;?.: »E»:. i r—::::::»::.:.E:E:E::E

ICTGGCCGEGGECCTTTTTICGTGGCCGCCGGCETTTTGTC GCCTCCCAGCTGAG ACAGGTCGATCEGTGTCTCGTACAGGCCGETGATGCTCTGGTGGATCAGGGTGGCGTCCAGA
118 127 136 145 154 163 172 Hm“_. 190 P2 208 217 226
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- Applied DO06399A7_ASFh_2 BGH_rev2_B02_02_ABIO8 Inst Model/Name 3500/3500 Instrument

 Blasystems D06399A7_A9Fh_2_BGH_rev2 Jul 08,2019 04:13PM, JST

S/N G:71 A:63 T:82 C:101 KB_3500_POP7_BDTv3.mob Jul 08,2019 04:41PM, JST
KB.bcp Pts 1491 to 13509 Pk1 Loc:1468 Spacing:12.24 Pts/Panel1350
KB 14.1.8 Cap:2 Version 6.0 HiSQV Bases: 981 Plate Name: 20190708_mix
TP TR SN ETT NG TA BECET TR GETT CLAG GTCGATGGG AN TCTTCTCGAAGCTGCTTCTTTCCATGATGGTGATCCCCAGCAGCTCTTTCACAC TLA G
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TTTETTGEACTT GCCCTTTICCACT T TG GCCACCAC CAGC ACAG TENGCCACGGNGGGGCTGTCG NCCGCCGNACTTCTTANGGTCCCAGTCC TAC]
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