Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pX330-Hck gRNA

RIKEH
BRC
® Clone ID : RDB _ 15905
@ Lot Z 15905 _ A8Cr
@ DNA Concentration . 25 nanogram/microliter
@ Volume = 40 microliter
@ Form : DNA solution in TE buffer
@ Host - DH5 alpha
@ Culture z LB medium
@ Antibiotics = 100 microgram/ml Ampicillin
@ Purification : QIAGEN QIlAprep Spin Miniprep kit
@ Digestion by restriction enzyme
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRV : 8.5 kbp
EcoRI : 8.5 kbp
EcoRI+EcoRV : 62,23 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name

Sequence — A |SV40pA3'element Reverse| Sequence — E =

Sequence - B RDB13535#1 Sequence - F -
Sequence - C BGH_rev2 Sequence - G =
Sequence — D = Sequence — H =

APPROVED BY :

http://dna.brc.rikenjp/index.html



>_uu__ma

» Biosystems D05305A3-2_A8Cr_40pA3'elementRever_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument
D05305A3-2_A8Cr_40pA3'elementRever Apr 12,2018 01:13PM, JST
SIN G:181 A:268 T:308 C:3 primer name /| : SV40pA3'Element Reverse KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp ; ; Pts 1558 to 11436 Pk1 Loc:1535 Spacing:11.35 Pts/Panel1350
KB1418 Cap:19 8- CTCTGACTTGAGCGTCGATTT -3 Version 6.0 HiSQV Bases: 903 Plate Name: 20180412_kitaku
7 5 CACG G GCGG /G(C TATG G CGCCAG CIACG CG GCCT TTTTRACG GTTCETGEGCET TT TG CTGGCCTTTTIGC TCACATG TG AGGGCCTATT TCCCATGE ATTCETY
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'CATATTTGCATATACG ATAC GGC TG TTAG AGAG ATAATTGG TiT TTTGACTGT ACACAAALGATAT TAGTAC 2 TACGTGACGTAG AAGT TAATTTETTGGY
0 1 121 Mg il H»H 151 161 17 181 197, 201 211 221
U6, promoter
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TAGTTTGCAGTTTT : TTATETETET TGGACTATCATATGCTTACCG Tk C TG AAR GTAT TTC GATTTETITGEGGEGCETT TATATATETITL T GGAF GGALQG A CAC (G TG
231 241 231 261 >\m& == 271 281 291 301 311 321 331
el Q ® mote,r” 7 A
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GG ATCCGGCACG TACAd G T I TTAGAGC TAGAAATAGCAAGT TAAAATAAGGBCTAG TCCGT TATCAAC TTGARAAAGTGGCACCGAGTCGGTGCE|TTTTTTGT TT TAGAGC TAGAY
341 351 361 371 301 401 411 421 431 441 4

HekinserT - %\\Q\L scaffold

= W

TAGCRAGTTAA AAGGCTAG TCCGTT TTTAGCE GCGETECGCC ..,Hﬂﬁﬂ_mﬂ G ACAAATGGCTC TAGAGGTACC CGTTACATAACTTACGGT!: ATGGCCCGCETGGC TG
51 461 471 481 491 wOHw 54 .u\mMH o 531, 541 551 561
1010 m« _Q G\C\N\ ®S§m 74
505 — W —
" AWV | \ | Y
CGC - CC CGACCCCCGCCCAT TG ACGTC: TAGTAACGC CAATAG G GACT TTCCAT TG ACGT CAATGGETEGAGTATTYTACGGT CTGCCCACTTGGCAGTACATC
571 581 591 601 611 621 631 641 651 661 671
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» Applied D05305A3-2_A8Cr_40pA3'elementRever_GO1_19_ABI24 Inst Model/Name 3500/3500 Instrument

W.Om<m.nmq=m D05305A3-2_A8Cr_40pA3'elementRever Apr 12,2018 01:13PM, JST
S/N G:181 A:268 T:308 C:340 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1558 to 11436 Pk1 Loc:1535 Spacing:11.35 Pts/Panel1350
KB1.4.18 Cap:19 Version 6.0 HiSQV Bases: 903 Plate Name: 20180412_kitaku
GT GTAT CATAT ECCAAGTALECCEC CTATIGACE TCAATEACGG T ETE B i e CTE C AT TG T CCECAGT ACAT R A0 PTATG GG AT T TCCTAC BTG 0

691 701 T 721 731 741 751 761 7

1010 [—— C MUV &R\&QAQQ\

5 éﬁ%ﬁ%iﬁg

ATETACETATTAGTCATCGET T T TGIG|ITCG 2GG TG CEEECACGTTE TG E TTICEAC T'CTE EC ¢ The PECECECEHEE T € B ¢ A CEERE
841 851 las1

w10 C MU/ _enpancer ng chickon &&s? promoter

505

TETTTIGMTR T ETATITT A TTETTTTTTAR FITATT TG ING EAGE G TGGGGGGC GC GGG G GG GGG G
891 501 911 821 831
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Applied
- w_wwﬁamam

SIN G:125 A:244 T:169 C:315  primer name

D05305A3-2_A8Cr_RDB13535#1_H01_22_ABI24
D05305A3-2_A8Cr_RDB13535#1
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Apr 12,2018 01:13PM, JST

RDB13535#1 Apr 12,2018 01:55PM, JST

&

KB.bc i e Pts 1586 to 12646 Pk1 Loc:1563 Spacing:11.22 Pts/Panel1350
P 5-TGGTTGGTGGGGTATTAATG-3' . : o ;
KB 1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 873 Plate Name: 20180412 _kitaku
TTGIA(A 'G ACC 'G FATCIC T TTT TTTCAG|GTTGGACCG G TG CCACCATG|G ACTATAAG G ACCATG ACGG AG ACTACAAGG ATCATG ATAT TGATTAC G/NE @ ATE ALCG
9 33 a1 49 57 65 73 1 89 97 105
——L hyiel ivitr eol > SX FLAG
1306 _F\\e\i‘x " { X
653 i ’
VYV VA . .
AT G GCEdceAR AGAAGC GGARGGTCG/GTATCCACGG 26 TCCCAGCAGCCCIGACA \G TACAGCATCGGCCTGGACATCG GCACCARCTCTGTGGGCTGGGCCE T
113 121 Ew 137 45 153 161 169 gl 185 193 201 209 217
— SyuONLS o S C os
1306 M, “RQ F ! - oS
653
0 / . |
G ATCACCGACGAGTACAAGGTGCCCAGCAAG AAATTCAAGGTGCTGGGCAACACCEACCGGCACAGCATCAAGAAGAACCTGATCGGAGCCCTGCTE TTCGACAGCGGCEG ¢
225 233 241 249 257 265 273 281 289 297 305 313 321 329 33
1306
653 »»
0 \
*AGCCGAGGCCACCCGGC TCAAGAGAACC GCCAGAAGAAGRATACACCAGACGGAAGARCCGGATCTGCTATCTGCAAGAGATCTTCAGCARCGAGATGGCCAARGGTG GACGACA]
T 345 353 361 369 377 385 393 401 409 ﬁq& 425 433 441 449
1306 m
653 » »
0 | | | |
CTTCTTCCACAGACTGGAAGAGTCCTTCCTGGTGGAAGAGG ATAAGAAGCACGAGCGGCACCCCATET TCG GCAACATCGTGGACGAGGTGGC CTACCACGAGAAGTACCCT
457 465 473 481 489 497 505 513 521 529 537 545 553 561
1306
653
0 | /) LW WYV Y Vv .
ACCATC TACCACCTGAGAAAR GAAACTGGTEGACAGCACCGACAAGGCCGACCTGCGGC TGATCTATCTGGCCCTGGCCCACATGATCAAGTTCCGGGEGCCACTTCCTG
569 577 585 593 601 609 617 625 633 641 549 657 665
1306
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mwmf 1». M"WWQ%nmam D05305A3-2_A8Cr_RDB13535#1_H01_22_ABI24 Inst Model/Name 3500/3500 Instrument
D05305A3-2_A8Cr_RDB13535#1 Apr 12,2018 01:13PM, JST

S/N G:125 A:244 T:169 C:315 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1586 to 12646 Pk1 Loc:1563 Spacing:11.22 Pts/Panel1350
KB 1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 873 Plate Name: 20180412_kitaku
TCGAG GGCGACCTG GCTEETGCAGAGCC TACARCEAGCTE T TE GAGE CCCCATCARE GCCAd
673 681 689 697 745 753 761 769

CCCCGACAACAGEGACGTGGACAAGCTGTTCATCEC
705 713 721 729 737

VC 66 C TGk TETEATCHFCCCASC T HCEC CL GG GG G

TCCTGTCTGCCAGALTG
841

CGG CG TGG CGCC GG CC
FT

801 809

CC T & ITTC GG AAACC TEATTECEE TGAGCCCTE GG €C TGACECCE GTTITC AA G AG CRA CTTTE G A GC T G ‘C GG A GG ATGGCC AA A_ET
921 929 937 945 953 961

873 881 889 897 905 913

G AC : c TG € TTBEE TEC G- TCC G C G
1009 1017

969 877 985 993 1001
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Applied

& BibEystems D05305A3-2_A8Cr_BGH_rev2_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
D05305A3-2_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST
SIN G:46 A:51 T:70 C:120 primer name ¢ : BGH_rev2 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp , , Pts 1588 to 12711 Pk1 Loc:1565 Spacing:11.26 Pts/Panel1350
KB1418 Cap2 5- TATTAGGAAAGGACAGTGGG -3 Version 6.0 HiSQV Bases: 941 Plate Name: 20180412_Kitaku
7 GTITGCGGGG CC O.H.._ GGCICGGG GG :GGGGCAAERC CLG TGGCTG GC CTAG GGCACAG|TCG AGGCTG ATCAGCGAGC TCTAGG TLCTT AC TT TTITCT T'ETT TG
1 9 _ L3 25 33 41 49 5 65 7521 81 _ mmhp\ W@mq 1,05
‘| s o FcoKl |,
1116 < : wm\vl\oQ\v\ mbvm\%&&& Sacl ¢
|

o 2R 0w ) ) AY) i \ |

SCTGGCCGGCCTT TTTCGTGGCCGCCGGCCTTTT|/GTCGCCTCCCAGC TGAGACAGGTCGATCCGTGTCTCG TACAGGCCGGTGATGCTCTGGTG GATCAGGGTGGCG TCCAG
113 121 129 137 145 153 161 169 177 185 183 201 209 217

1116 ssm\%\n\&‘sg NLS ¢ S Cas 9
g | |

0 \CCTCTTTGGTGCTGGTGTACCTC TTCCGGEGTCGATGGTGGTGTC AGTACTTGAAGGCGGCAGGGGCTCCCAGATTGGTCAGGGT CAGGTGGATGATATTCTCGGCCTY{
225 233 241 249 257 265 273 281 289 297 305 313 321 329

11186

558

\.O -,
3CTCTCTGATGGGCTTATCCCGG TGCTTG TTGTAGGCGGACAGCACTTTGTCCAGATTAGC GTCG GCCAGG ATCACTCTCTTGGAGARCTCGCTGATCTGCTCG ATG TCTCETY
337 345 353 361 369 377 385 393 401 409 417 425 433 441 449

1116

o » AT \ V| E E Ll

0 \ \Y
CAGGTAGTGC TTGTGCTGTTCCAC! ACAGCTGTTTCTGCTCAT TATCCTCGGG GG AGCCCTTCAGC TTCTCATAG TG GCT GGCCAGGTACAGGAAGTT TATTTGGAG

457 465 473 481 489 497 505 533 B2 529 537 545 553 561
1116

o VYWYRAWA LAY A A A VTN

GGCAGGGCC meenmqq_.ﬁnoo,wﬂnﬂmn.Oddnmﬁmmmﬁ.‘m.‘ODOO.mn..eﬁnﬂnqﬂﬂﬂmmnﬁmaﬂﬂdoo GCTCGAACAGGG AGTACTTAGGCAGCTTGATGATCAGGI1
569 577 85 www mOH 609 617 625 633 641 649 657 665

1116 Cas
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Applied

) w_0m<m.nm=..m D05305A3-2_A8Cr_BGH_rev2_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
- D05305A3-2_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST
SIN G:46 A:51 T:70 C:120 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1588 to 12711 Pk1 Loc:1565 Spacing:11.26 Pts/Panel1350
KB 1418 Cap2 Version 6.0 HiSQV Bases: 941 Plate Name: 20180412_kitaku
_ CCTTTTTCACTTCTTTIGTAGCCCTTG GCTTCCAGAAAGTCGATG GGAT TCTTCTCG ARGCTGC TTCTT TCCATGATGGTGATCCCCAGEAGETCT TTCACAT T¢
673 681 689 697 705 713 721 729 737 745 753 761 769
.\. \
1116 > mmr S ﬁw
. E&ﬁ%ﬁ%
0
TCAGTTTC TTE GACTTGCEC T TIEGCACT TTEGGE CCACE T \T'A GEC CAJECETE GEE CTE TE EARAGCEBCCEE T 776 T'T
777 785 793 801 809 817 825 833 841 849 857 ‘.\\\wmm\
\. \ |
1116 '
558 m/ Q P ; ‘ _
0
GCACTICCTTC TETCTE G GATECAGC TTATCEGC TGITTEC TCTTGBG 6 CAGEATAGAC TETTTGETG GCECG ¢ e ToHEga e G
873 881 889 897 905 913 921 929 937 945 95
1116
558
0

g TC TTITTTTC AC & AT TTCGARE TIT G @ 68 € ATGEIE I'E AG.E CTTITT Ce GeL AL GG
961 969 977 985 993 1001 1009
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