Gene Engineering Division
RIKEN BioResource Research Center

RIKEN DNA BANK

clone name : pX330-Abl gRNA

@ Clone ID RDB _ 15906

® Lot 15906 _ A8Cr

@ DNA Concentration 25 nanogram/microliter

@ Volume 40 microliter

@® Form DNA solution in TE buffer

@ Host ) DH5 alpha

@ Culture g LB medium

@ Antibiotics I 100 microgram/ml Ampigillin

@ Purification 1 QIAGEN QIlAprep Spin Miniprep kit

@ Digestion by restriction enzyme
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Erectrophoresis :

Restriction enzyme

100

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Expected size of fragment

EcoRV 8.5 kbp
EcoRIL 8.5 kbp
EcoRI+EcoRV 6.2, 2.3 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.riken jp/index.html




> Applied

w_0m<m.nm3m Dommombik_|>m0ﬂlhov>w_ﬂmamznmmcmﬂlwomlomlb,m_mn Inst Model/Name 3500/3500 Instrument
Uomwombi-A|>m0x|non>w_m_m:,_m:ﬁmm,..mam Apr 12,2018 01;13PM, JST
S/N G:93 A:126 T:151 C:157 primer name /A 1 SVA40pA3'Element Reverse KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp - , Pts 1615 to 11466 Pk1 Loc:1592 Spacing:11.24 Pts/Panel1350
KB1418 Cap5 5= CTCTEACTTGAGEETCRGATTT -3 Version 6.0 HiSQV Bases: 896 Plate Name: 20180412_kitaku
TCA (GG CGGG C(GG (C TATG G ¢ 8C tAs B CE CGGEGCCTT TTIACG GTTCC TG G CECTTT TGE TG GCECTT I TGETCACATG TG AGGGC L TATTTECCATGATTCCET
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e |
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M) w gl .EE == .: I
PRI 200 ) e (WYY | YA (VUYWAY YRV
TCATATTTGCATATACG ATAC GGCTGTTAG AG AGAT TTGGAATT TT TGACTGTA CAC AGATATTAG TACH TACGTGAC GTAG : T TTTCTTGG
121 131 141 :L 161 LTk 191 201 ik 221
romo *m\\
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! --: W VA Y W Y VUV M :E:: MV TN
TTTGCAGTTTT ATTAT GTTTT? AATGGACTATCATATGCTTACCG TAACTTG ATTTCGATTTET TCGEE TTITATATATO TT G T GG A GGACIG A ACACCIGT
i 241 251

261 2&.& 271 281 IN\NH 5 301 311 321
1044 Qm \D\\QS\NQ e

. %E.s_,EE;::E;,EE .:_E:,E_.E::E,_E:.E.EEE.E,_,.5::,

CTGAGTGAAGCCGEGETECG TG TTTTAGAGC TAGAAATAGCAAGT TAAT AGGCTAGTCCGTTATCAACTTGAARARAGTGGCACCGAGTCGGTGC

TTTTTT GTTTTAGAGCTAG

341 351 361 C ) 381 401 411 421 431 441 451
AR, by
1044 bi Swn_\uw %\\N\f\b WQS%Q KQ\ >
#r || | single  guide R
o — » » »
0 A — )
ATAGCAAGTTAAAATAAGGETAGTCCGETTTTTAGCGCGTGCGCECAATTCTGCAGACAAATGGCTCTAGAGGTACCICGTTACAT! CTTACGGTRAAATGGCCCGCCTGGCTG
461 471 481 491 501 511 521 531 541 2351 561

1044

htl Xpl  Kpn] C MV, enpancer
3 ._.EEEE%.E.E,.::.:E :::..».EE,==.E.,E..;.....E.EE.E.E.Er.:

ACCGCCCAACGACCCCCGCCCATTGACGTCA!? GTAACGCC TAGGGACTT TCCATTG ACGTC TGCGGTG GAGTAT TTAC GG TAAACTGCE CACTTGG CAGTACAT
871 581 591 611 621 631 641 651 661 671

1044 C K /\ k\»%&éﬁ%
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» Applied

 Biosystems D05305A4-1_A8Cr_40pA3'elementRever_B02_05_ABI24

D05305A4-1_A8Cr_40pA3'elementRever
KB_3500_POP7_BDTv3.mob

S/N G:93 A:126 T:151 C:157

Inst Model/Name 3500/3500 Instrument
Apr 12,2018 01:13PM, JST
Apr 12,2018 01:55PM, JST

KB.bcp Pts 1615 to 11466 Pk1 Loc:1592 Spacing:11.24 Pts/Panel1350
KB14.1.8 Capb Version 6.0 HiSQV Bases: 896 Plate Name: 20180412_kitaku
CARGTGTATCATATECCARGTACGCCCCCTAT TEACGTCAATGAEGGE TAARTGBCCEGCC TEECATTIGTGCCCAGTACATGACCTTATGE GEACTT TCC TACTT
681 \/\Q« H 691 701 711 721 731 741 751 761 771
@ /' enh
1044 C M onpfancer

GGCAGTACATCTACGTATTAG TCATCGCTATT CALTGGITCGAGGTGAGCCCC eg TTETGELET TC .ﬁO%OOOO.Hﬂ%ﬁOOﬁOOOO_O TCELE CCC 2%
781 791 801 mu_.u. 821 831 841 851 mmw_

1044 8 \&i xm\h\@rxm er m\:,o»wx %&S*S \v§§3~®T
522
0 00‘0»

G T3 T TG T T T PTTTATTITTETTAATTA TTTTTES TGE(C AG 6 TGGGGGG C G GGGG GGGG G G GGT G

881 891 911 921 931

1044
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0
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D05305A5-1_A8Cr_RDB13535#1_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument

D05305A5-1_A8Cr_RDB13535#1 Apr 12,2018 01:13PM, JST
S/NG:151A:288 T:171 C:354  primer name 3 : RDB13535#1 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp . _ Pts 1581 to 12402 Pk1 Loc:1558 Spacing:11.01 Pts/Panel1350
KB 1.4.1.8 Cap:17 5- TEGTTGGTGGGGTATTAATG-3 Version 6.0 HiSQV Bases: 945 Plate Name: 20180412_kitaku
TGCACA 'G (C "G AATCICTTTTTTT(AG|GTTG GACCG GTGCCACCATGIG ACTATAAG GACCACSE ACGG 2G ACTACARGG ATCATGATAT TG ATTAC GACGATGACG
1 10 | 19 28 37 46 55 64 73 g2 91 100 10¢
569 ) A t ’

0o SO O, I i A RATNIN W IV ANV UV Y LY V|

ATAAGATG GC CCCAAAGAAGAAGCGGAAG GTCIGGTATCCACGG AGTCCCAGCAGCC|S ACAAG AAGTACAGCAT CGGCCTGG ACATC 6 GCACCAACTCTGTGGGE TGGECCE T
118 127 136 145 154 163 172 181 190 199 208 237

g T SVAOMS | Y > Cas
sl i\

GATCACCGACG AGTACAAGGTGCCCAGC GCAAATTCAAGGTGCTGGGCAACACCGACCGGCACAGCATC CCTGATCGGAGCCCTGCTGTTCGACAGCGGCG C

G G
226 235 244 253 262 271 280 289 298 307 316 325 334
> >
1138 S
569
0
GECCGRAGGCCACCCGEBGCTG GAG CCGCCAGAAGAAGATACACCAG ACGG AAGAACCGGATCTGCTATCT GC GAGATCTTCAGCAACGAGATGGCCAAGGTGG RCGACAG
343 352 361 370 379 388 397 406 415 \l 424 433 442
1138 ¢

o | ! |

CTTCTTCCACAGACTGGAAGAGTCCTTCCTGGTGGAAGAGGATAAGRAGCACGAGCGGCACCCCATCTTCG GC CATCGTGGACGAGGTGGCCTACCACGAG GTAGLC CC

451 460 469 478 487 496 505 514 523 532 541 550 559
1138
569 — ’
0 | | LA LA LTI T
CCATCTACCACCTGAGAAAG AAACTGGT GGACAGCACCGACAAGGCCGACCTGCEGCTGATC TATCTGGCCCTGGCCCACATGATCAAGT TCCGGGGCCACTTOCT GAY
568 577 586 595 604 613 622 631 640 649 658 667

| 1138 > Cas >
L X
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Inst Model/Name 3500/3500 Instrument
Apr 12,2018 01:13PM, JST
Apr 12,2018 01:55PM, JST

/| Mw mmww,_\_mnwam D05305A5-1_A8Cr_RDB13535#1_F02_17_ABI24
| D05305A5-1_A8Cr_RDB13535#1
KB_3500_POP7_BDTv3.mob

S/N G:151 A:288 T:171 C:354
KB.bcp Pts 1581 to 12402 Pk1 Loc:1558 Spacing:11.01 Pts/Panel1350
KB1.4.18 Cap:17 Version 6.0 HiSQV Bases: 945 Plate Name: 20180412_kitaku
[CGAGGGCGACCTGAACCCCGACAACAGCGACGTGGACAAGC TG TTCATCCAGC TGGTGCAGACC TACAACCAGC TG TTCGAG GAARRACCCCATEAACGCCAG T
676 685 694 703 712 721 730 739 748 757 766 71

1138 > Q\rw Q >
I Nt e Moy 00 oo e ) DO

0 ) A
SGCGTGG CECECARAGGECCATCE PG TETGCCAGAC TG AGC G ARG C GACGGCTGG & TCTGATCGELCCABCTLLECCCEGBEBLG G G T G GCQC
5 784 793 802 811 820 829 838 847 856 865

1138

[ Mool ol yood) () ) [

0 LA OCYO Yo A a0 00 o) 0000000 oo oo ) L X

TGTITEG G ..,nnem..eq.mnnneo‘.mnoqmmmno,ﬁ_m,onoon_ﬂ, CTTEAA G AGCQE D T TECG CC TGG CCEG AGECG ATGCC &
| H 919 928 937 946 955

874 883 892 901 910

A CEC T f A CCC TG C TG G { TC GG CCG ccc
991 1000

T GGG cCC G ccc
1045 1054
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0
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» Applied

AN

. R D05305A5-1_ABCr_BGH_rev2_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument

£y Biosyste A A e
y s D05305A5-1_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST
SIN G:106 A:110 T:167 C:230  primer name il BGH_rev2 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1557 to 12597 Pk1 Loc:1534 Spacing:11.21 Pts/Panel1350

KB 1.4.1.8 Cap:20 5- TATTAGGAAAGGACAGTGGG -3 Version 6.0 HiSQV Bases: 898 Plate Name: 20180412_kitaku
CTCTG GEG TiAGG /T|GC/CGG GGG "GGGGC/AACAACAG ATG GCTGGCAACTAG ARG GCACAG|TCGAGGC TG ATCAGCGAGCTCTAGGARTTCITTACTT TT TCT TTTT TG
1 10 | 19 55 64 73 stop 100 109

1124 | LGH \wo\xmxl w\,%\ﬁ& s Sacl  FeoRl &
Mmm TN\ »400 A ) ;.:rﬁ; : I\

CCTGGCCGGCCTTTTTCGTGGCCGCCGGCCTTTTG TCGCCTCCCAGC TG AGACAGGTCGATCCG TG TCTCGTACAGGCCGGTGATGCTCTGGTGG .,Hn GGGTGGCG TCC
118 127 136 145 154 163 172 181 190 193 208 217

§n\%\v\a§s NSL < < Cas mm

1124
562 —
0 Al | |
GCEACE TC TT TSR PECETCEICTACETET TCEG GTCEGATGEGT GG TG TCAAAGTAC TT G .G GCG GCAGGGGCTCCCAGATTGGTCAGGGT ACAGGTGGATGATATTCTCGGCCT
226 235 244 253 262 271 280 289 298 307 316 325 334
1124
562
0
GCTCT O TEAT GGE O T TATCCC G GETEE T TG TT G TAGGCE GACAGCACITTE TCCACGA TTAGC GTCGGCCAGGATCAE TECTET TG GAGAACTCGECTGATCTGCTCEATE ATCTCGE T
343 352 361 370 379 388 397 406 415 424 433 442
1124
562 »
0 r _ i
CCAGGTAG TG T TG T GE TG TTCCACAAACA G TG T TITC TEGC TCATTATCC TC GGG GGAGCCCT TCAGCTTCTCATAGTGGECTGGCCAG GTACAGG?? GTTCACATATTTGG
451 460 469 478 487 496 505 514 523 532 541 550 559
1124

o i | | ANVt Y o )

GGGCAGGGCCAGTTCGTTTCCCTTCTGCAGTTCGCCGGCAGAGGC CAGCAT TCTCTTCCGGCCGTTTTCCAGCTCGAACAGGGAGTACTTAG GCAGCTTGATGATCCAGSG

568 577 586 595 604 613 622 631 640 649 658 667
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%ﬁ. 2 m’_wwu_%mam DO5305A5-1_A8Cr_BGH_rev2_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
: D05305A5-1_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST
SIN G:106 A:110 T:167 C:230 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1557 to 12597 Pk1 Loc:1534 Spacing:11.21 Pts/Panel1350
KB1.4.1.8 Cap:20 Version 6.0 HiSQV Bases: 898 Plate Name: 20180412_kitaku
| TCOTTTTTCACTTCTTTGETAGECCCT TG 6 CT TECAG GTCGATEGSGATTCTITCT G GCTGETTETTTECATEG TGGE TGATCCCC B CAGCTETETCACEAE
676 685 684 703 TF1.2 721 730 739 748 P51 766 1
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rTE TTEAETTTETEGEGAGT TG EE T T TTEG C TT'G G e {0 C G G Cr ! T GG CC OOOHOOOQDOHOAGQ PAGCEC GCC G TAETT C TT GGG T
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cCCcC & TCE TTLCTTTECTEG G A TCE ECTITATGE G &TE TTCEE TEITIG GG A OO....H G CTC TTTG TG AAGCCLCGEG CC'TE TETGERE O\ﬂr\.\ﬂﬂ
874 883 892 901 910 919 928 937 946 ww‘m\.
1124
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0
GG T TTTTTT € A TG A T ¥ e il e T GG GG C A TGGC TC a G C 1 1 i C.EeGCCECALC G q.\m .\mﬂ no F 17 L G A 0 GG TC CG T
964 973 982 991 1000 . 1009 1018 1027
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0 S R N N S S N D e A Y < "
T g e CACUE cC G AR T (S S c c GG i T CG C G A TT G T & I & G T 6! G . G g c e}
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