Gene Engineering Division
RIKEN BioResource Research Center

p. RIKEN DNA BANK clone name : CTCF-C CRISPR

@ Clone ID . RDB _ 18355

@ Lot . 18355 _ BOGf

@ 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
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Electrophoresis : 100 nanogram DNA per lane ; 1% agarose gel, 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Ec;)RI : 8.5 kbp
BglII : 8.5 kbp
EcoRI+BgIII : 4.6, 3.9 kbp
kbp

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

Sequence name Primer 1D Primer name Confirmed feature
Sequence - A Pro108 SV40pA3element Reverse U6 pro,sgRNA for CTCF,CBh pro
Sequence - B Pro754 Cas9-N_R3 Cas9,SV40 NLS,3xFLAG,CBh pro
Sequence - C Pr1046 b-actin pro_F1 3xFLAG,SV40 NLS,Cas9
Sequence - D Pr0885 bGH_rev3 nucleoplasmin NLS,Cas9

Sequence - E = = -

Sequence - F - - <

Sequence - G = = "

Sequence - H = = e

APPROVED BY :

http://dna.bré.riken.jp



. Applied . D07105C5_BOGf_3_SV40pA3'element Reverse_E04_13_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems .
y . D07105C5_B0OGf_3_SV40pA3'element Reverse Aug 15,2022 02:24PM, JST
SIN G:48 AB7T:37C:35 o o e A SV40pAY Element Reverse KB_3500_POP7_BDTv3.mob Aug 15,2022 02:52PM, JST
KB.bcp Pts 1436 to 13837 Pk1 Loc:1413 ) Spacing:12.44 Pts/Panel1350
KB1.4.1.8 Cap:13 5- CTCTGACTTGAGCGTCGATTT -3 Version 6.0 HiSQV Bases: 894 Plate Name: 20220815 kitaku
NNN NNNN NN NNNNN NIN NNNNNN INN:NCCMNGCAACGCGGCCTTTTTANGGTTCCTGGCCTTTTNNNNNNNNNNNNCNNNC.TGTG ANGGCCTATTTCC —T NN 424
1 9 17 25 33 41 49 57 65 89 97 105
1326 ‘
663 . ‘ » »» »
1 /O
0 ~NEK .0\!’1 ;@4‘1041 'b. 5 \ 0" »»
ZZZZ.. TTGCATATACGATACAAGGCTGTTAGAGAGITAARAT TGGAATTAATTT GACTGTARACACAAAGATATTAGTACAAA! TGACGTAGAAAGTAARTAATTTCTTGGGT
113 121 129 137 145 153 161 169 177 185 193 201 209 217 Nmm,
: ub promoTe ———>
1326 |
°> AN : » Wl :» i A e AARAIAN
AW W A A WV WA o AR AN PARAN ANV P VAR AN VA
AGTTTCGCAGTTT ATTATGTTTTAARATGGACTAT CATATGCTTACCG TAACTTGAAAGTATTTCGATTTC TTGGCTTTATATATCTTGT GGAAAGGAC|IGAAACAC CGIAG !
) 233 241 249 251 265 273 281 289 297 305 313 321 329 3B7
Nde L
1326
o oA | ,
AGTCCTGGC GACGCACA|IGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAACTTG AARAAAGTGGCACCGAGTCGGTGCITTTTTTGT TTTAGAGCTAGHSA
345 353 361 369 377 385 393 401 409 417 425 483 441 449
¢ RNA o CTLF cRISPR _ %@,\} wo»x._mm\m\
1326
éig%ggésgé%%% o o
>>\</> » A A AN W WA WAV WA W
N AAGTTRAAAATAAGGC TAGTCCGTTTTTAGCGCGTGCGCCAATTCTGCAGAC!? ‘.HOOOHOH L GAGGTACCCGTTACATAACTTACGGTAARATGGCCCGCCTGGC TG
457 465 473 481 489 497 mow 513 21 . 529 537 545 553 561
1326
o MW
ACCGCCCAACGACCCCCGCCCATTGACGT CAATE ACGCCAATAGGGACTTTCCATTGACGTCAATGGCTGGAGTATTTACGGTA ACTGCCCACTTGGCAGTACATCA2A
569 5717 585 ) 593 601 609 617 625 633 641 649 657 665 673
1326
663 \
o WAV WA AN M e W P WA A A
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» Applied :

W_Om<mﬁm3m . D07105C5_BO0OGf_3_SV40pA3'element Reverse_E04_13_ABI24 Inst Model/Name 3500/3500 Instrument
. D07105C5_BOGf_3_SV40pA3'element Reverse Aug 15,2022 02:24PM, JST
S/N G:48 A:37 T:37 C:35 KB_3500_POP7_BDTv3.mob Aug 15,2022 02:52PM, JST
KB.bcp Pts 1436 to 13837 Pk1 Loc:1413 Spacing:12.44 Pts/Panel1350
KB 1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 894 Plate Name: 20220815 kitaku
GTGTAT CATAT GCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTGTGCCCAGTACATGACCTTATGGG ACTT TCCTACTTGGCAGTACAT
681 AldpT 689 697 705 713 T2 729 737 745 753 761 769 777 785
1326
. 5EKEEKEEEEé§2§z§§§%§§§§§
CTACGTATTAGTCAT CEC TATTACCATCETEINANGTEAGCCCCACG T TC TG BT ICACTC ITNNNCA TC TCCCCCCECCTCCCCACCG CECNATT I'"TG'TAT ST
793 801 809 \<moH 817 825 833 841 849 857 865 87 881 889
1326 |
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[TTTAATTATTTTGTGC/-ANNG-TGGGGGC GGGGGGGGGGGGGGGNGN NNNN C NC NNNN N NNNNNNNNNN NNGGGNNNNMNGGNN NNNNNNGNNNN NN
897 905 913 921 929 937 945 953 961 969 877 985
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. Applied ,

) Biosystems ) D07105C5_BOGf_3_cas9_N_R3_B07_04_ABI24 Inst Model/Name 3500/3500 Instrument
. D07105C5_BOGf_3_cas9_N_R3 Aug 18,2022 02:12PM, JST
SING:132A8T:81C:126  primername B : Cas9-N_R3 KB_3500_POP7_BDTv3.mob Aug 18,2022 02:40PM, JST
KB.bcp _ Pts 1452 to 13279 Pk1 Loc:1429 Spacing:12.11 Pts/Panel1350
KB1.4.18 Cap4 5-TGCTGGGCACCTTGTACTCG-3 Version 8.0 HiSQV Bases: 361 Plate Name: 20220818 _kitaku
NMNN NIN MNN NMNN MN MNG GNGCC G/ NGTCMNG G C a.Z—OOHOH\OHHOHHOHOQOOHOOHOOQW,OHOOOHOO.,“H,.OOOAOOHHOOOOHHOHHOHHHOOOOOO:H TTRATEY
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P S < _ ,
1172 | 7 Sv4d NLS
586 AN N ‘
0 t/\‘,‘ PN ‘0’ '_ ’ ' ! ! ALY '» —» »
STEATCGTETTTGTE ATATCATGATCCTTG TAGTCTCCGTCGTGGTCCTTATAGTC[CATGEG TGGCACCGGTCCAACCTG AARAAAAAGT GATTTCAGGCAGGTGCTCCAG(
2 115 148 121 124 127 Hwo 133 136 139 142 145 148 151 154 157 160 163 166 169 1 m>\__.qm 178 181 184 187 190 193 196 199 202 205 208 211 214 217 220 223 1
T
—3xFLAG < e?
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586 »
0 AV ; |
STAATTAAACAT TAATACCCCACCAACCAACCATCCC TTAAACCCTTACCTCTTGCTCAGC TAAT TACAGCCC GGAGGAGAAGGGCCGETCCCGC CCGC TCACCTGTG GG AGT?
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_ Applied . . D07105C5_BOGf_3_b-actin pro_F1_E06_05_ABIO8 Inst Model/Name 3500/3500 Instrument

\ Biosystems
y . D07105C5_BOGf_3_b-actin pro_F1 Aug 18,2022 09:57AM, JST
SING20A19TA1C17  primername C.:  b-actin pro_F1 KB_3500_POP7_BDTv3.mob Aug 18,2022 10:27AM, JST
KB.bcp _ _ Pts 1351 to 14143 Pk1 Loc:1328 Spacing:12.45 Pts/Panel1350
KB1.4.1.8 Cap5 5-CTCCTCCGGGCTGTAATTAG-3 Version 6.0 HiSQV Bases: 921 Plate Name: 20220818 _kitaku
NNNNNNNN NNNNNN NMNNINNNNGGNTGCNGGGGTANTAZT GTTTZAT TACC T G(GAGCECCTGCCTGE M "™~ . ;H__H__.mﬂn GGTTGG ACCGGTGCCACCATG e ¢
1 11 2] 31 41 51 w= 71 81 9 101 bl i
1284 A
642 / .....i 33 3
nn > A v\ b_ ] v 1 V ‘~ ’ “P »
0 M e A A . AL ) ,
5ACCNICGACGGAGACTACAAGGATCATGATATTG AT TACAAAG2CGATGACGATAAGIATGGCCLCCAAR L "GC GGAAGGTC|GGT AT CCACGGAGTCCCAGCAGCC|IGACEAG
mH 131 141 151 161 7 181 191 No“_. 211 221
— 3x FLAG _ —— SV4p NLS —
1284
2 | : :: : Al E — :: T » \ ; \ :: ) » i
| ,: ATV WAN T AR VAN P\ ALY o VAR I A A ARV LW A\ VWA
ulmﬂ CAGCATCGGCCTGGACATCGGCACCAACTCTGTGGGCTGGGCCGTGATCACCGACGAGTACAAGGTGCCCAGC? AAATTCAAGGTGCTGGGCAACACCGACCGGCAC
231 241 251 261 271 281 291 301 311 321 331 341
lllﬁ?w&nllw
1284 .
%é? !
AGCATCA ,AGAACCTGATCGGAGCCCTGCTGTTCGACAGCG GCGAAACAGCCGAGGCCACCCGGC TG AAGAGAARCCGCCAGAAGAAGATACACCAGACGGAAGAACCGG A
351 361 371 381 391 401 411 421 431 441 451
1284
ITICTGCTATCTGCAAGAGATCTTCAGCAACGAGATGGCCAAGGTGGACGACAGCTTC TTCCACAGACTGGAAGAGTCC TTCCTGGTGGAAGAGGATAAGAAGC?2 ¢ GAGC GG CAL
461 471 W%\HH_U 481 491 501 5. 521 531 541 551 561
1284 ,
5 | é%g I
0 > MWW |
CCCATCTTCGGCAACATCGT GG?2 OO_.ZZ.ZZZZZ.OH CCACGAGAAGTACCCCACCATCTACCACCTGAGARAAAGAAACTGGTGGACAGCACCGACAAGGCC - GCTGAT
571 581 5911, _ 601 611 621 631 641 651 671 68
1284 |
5 B e L L A W N Ll
o MWWy NWAWWV [
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>Eu__ma ) . D07105C5_BOGf_3_bGH_rev3_D01_04_ABI08 Inst Model/Name 3500/3500 Instrument

'Biosystems
y . D07105C5_BOGf_3_bGH_rev3 Aug 16,2022 02:20PM, JST
SING20ATI T:15C16 iername 7) : bGH_rev3  KB_3500_POP7_BDTv3.mob Aug 16,2022 03:05PM, JST
KB.bcp \ Pts 1354 to 14861 Pk1 Loc:1331 Spacing:13.15 Pts/Panel1350
KB1.4.1.8 Cap:4 5'-TTAGGAAAGGACAGTGGGAGTG -3 Version 6.0 HiSQV Bases: 930 Plate Name: 20220816 kitaku
NMNNNINN NNNNNINNNNDMNN MN NMNNN NN N NNNNNNINMNNCNG "T GGCT G GCAACTA G AAGCCACAGTC GAGG T NN NMN Z‘O CTCTAGGAATTETTACT TTITTC TTTT T TGE EY
1 11 21 3 41 5. 61 81 mH ) 101 1.3 ) 121
EcoRT hucleoplagmin NLS—
1078
o T ,
AN v A v ) . [\ (A
['GGCCGEGGCCTTTTTCGTGGCCGCCGGCCT TTTIGTCGCECTCCCAGECTGAG ACAGGTE GATCCGTG TCTCGTACAGGCCGGEGTG ATGCTCTGGTGGATCAGGGTGGCGTCCAGCALCC
131 141 HmH 161 171 181 191 201 211 221 231
Crs§ —
1078
- F: AN » AUTLRIIR :: »ZT »Z eVl : ]
o LA A WA ALY A A A VA W AN A AW A A T AR A AN AN
P CTTTGETCGCTGGETEGTACCTCTTECGGTCEATEGT GCGTGCGTCAAAGTACTTGAAGGE GECAGGGEGGCE TCCCAGATTIGGTCAGGG TARACAGGTGGATGATATTCTCGGCCITIGCTCT
241 251 261 271 281 291 301 S 321 331 341 d

1078

. ::E::E:::::E.EE:r?:.:.::.?:L:E:: e

CTGATGGGCTTATCCCGGTGC TTGTTGTAGGC GGACAGCACTT TGTCCAGATTAGCGTCGGCCAGGATCACTCTCTTGG 2AGAACTCGC TGATCTGCTCGATGATC TCGTCCA

51 361 371 381 391 401 411 429 431 441 451 461
1078
0
CETAGTGCTTG TG TE T TC CACAAACAGE TEGTTTC TEGC TCAT TATECECTCGGGG GAGC CCTTCAGE T TCXCATAGTGGETGGC CAGGTACAGGAAGTTECACAT AETTTGGAGGG
il 481 491 501 511 521 531 541 551 561 571
1078

o A ettt et

CAGGGCCAGTTCGTTTCCCTTCTGCAGT TCGCCGGCAGAGGCCAGCATTCTCTTCCGGCCGTTTTCCAGCTC GARCAGGGAGTACTTAGGCAGCTTGATGATCAGGTICCTTTTT
581 591 601 611 621 631 641 651 661 671 681
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Applied . 5 D07105C5_BOGf_3_bGH_rev3_D01_04_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
y . D07105C5_B0OGf_3_bGH_rev3 : Aug 16,2022 02:20PM, JST
S/N G:20 A:11 T:15C:16 KB_3500_POP7_BDTv3.mob Aug 16,2022 03:05PM, JST
KB.bcp Pts 1354 to 14861 Pk1 Loc:1331 Spacing:13.15 Pts/Panel1350
KB1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 930 Plate Name: 20220816 kitaku
CACT TCTTTGTAGCCCTTGGCTTCCAGAAAGTCGATGGG ANTC TTC TCNAANCTGCTTICTTTCCATGATGGTGATCCCCAGCAGCTCTTTCANNN TCTT CAGTTTCT TGRATCTTGNC
691 701 T 721 [ 731 741 751 761 771 781 91 801
1078 "
539 |
0 LY VNN AN NN M AN W IAABAAT S TN YNNI M A0 O MO
(NTTTTCCACNTTM GNCNC C ~CCNNNNNNNZAN 2 GGC CNCGGT GGG GCTGTC GANNCCCGCCGTAN TTCT TANGGMNN NNNTCMNTTCNT NCT GGNG ANNANCNNNNNNCTNTTCCTGT
811 821 831 841 851 861 871 881 891 901 911 971
1078
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0 X £ X L Y LS Q @ @, ', X . Qe X &% O Jos A \ 28=6
TNGGCZGGNN-ANLNTCNTINGC TG ~AANCCNCC TGTNTGNZ CN TNN NNCT T T T NNNNNNNNNNN NACTT NCNGNNMG CTC ANNNC TTTCCN C NN NN NGNN NMN = TNCCNNM CC TN/
931 941 951 961 971 981 991 1001 1011 1021 1031 104
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0 NIy
TCCN MNNN N/NMNNCCCN NIN NTMN NCCNN'T TNGN CN NN N TNNNN- NNCC NCNTNN NCN-NIN NN NN NN NNN G NCNN NGG T ANNN NNNCNNNNT N N2~ 22 N NNN NN N NNNN
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