Gene Engineering Division

RIKEN BioResource Research Center

RIKEN DNA BANK

clone name : pX330-Syk gRNA

@ Clone ID

@ Lot

@ DNA Concentration

@ Volume

@ Form

@ Host

@ Culture

@ Antibiotics

@ Purification

RDB _ 15904

15904 _ A8BCr

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DHS5 alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
250 ng/well
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Erectrophoresis :

)
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EcoRI+EcoRV

Restriction enzyme

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

Expected size of fragment

EcoRV 8.5 kbp
EcoRI 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

SV40pA3J'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

/ ) Bi osystems D05305A2-1_AB8Cr_40pA3'elementRever_D01_10_ABI24 Inst Model/Name 3500/3500 Instrument

D05305A2-1_A8Cr_40pA3'elementRever Apr 12,2018 01:13PM, JST

SIN G:157 A:195 T:241 C primer name 4 : SV40pA3'Element Reverse KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST

KB.bcp i Pts 1597 to 11472 Pk1 Loc:1574 Spacing:11.29 Pts/Panel1350
- CT GCGTCGATTT -3 .

KB 1.4.1.8 Cap:10 5 ETEACTTIES Version 6.0 HiSQV Bases: 901 Plate Name: 20180412_kitaku

T TT TIA(G T GGG CGG (CTATG G AAA|CGCCAGCIACGCGG CCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTT GCTCACATGTG AGGGCCTATTTCCCATG ATTCCT

1 I1 21 | 31 41 51 61 71 81 91 101

v

1356 , gy

678

0 B0 ..?4‘23.:. .:KLE:LLE»:EE:F» k:m.

[CATATTTGCATATACGATACAAGGCTGTTAGAGAG AT TTGGAATT TTTGACTGTD AGATAT TAGTAC AATACGTGACGTAG GT T T I OTTE G
111 121 31 NEC T | 151 161 171 181 191 201 24T 221

. (/ @ \v\\@\ssﬁmw,
) EE:E::.r::.r::rrEE.:, .::.E.;,E:::;::r:E::::EFFE:E::;.

HH GTTTGCAGTTTTAAAATTATGTTTT A TGGACTATCATATGCTTACCGET GG TTTCGATTTCTTGGCTTTATATATCTTGTGG? GG AC[G CACQGTI
231 241 251 261 271 281 291 301 311 321 331

1356 Q%\w\gx\:ﬁh&\
o ,,._E::EEE::EE;.EE: E:::.EEE:::L:E;::EEE.?E?F:::

JTCGGCAACATCACCCG GGG TTTTAGAGCT ? GTTAAAATAAGGCTAGTCCGTTATCAACTTGAAAR T GECACCGAGTCHGEGTG QLT TTTT GTTTTA GAGLC TAG?
341 351 361 371 391 401 411 421 4B1 441 4

Emmm.v\r n mﬁ\tml > m%;\\b th‘\mﬁ%\g\ =

for single , gquidd RiA

678

0
ATAGCAARGTTRAAAT \GGCTAGTCCGTTTTTAGCGC GTGCGCC~ HHOHQO G AC! ATGGCTCTAGAGGTACCICGTTACATSA CTTACGGT VAT G GECEGEETE GET G
51 461 471 481 491 mo”_\.wlm\tml G XKM 52 531 541 551 561

1356 \@

678

0 A [\WVy W\ Wl
ACCGCCCAACGACCCCCGCCCATTGACGTCAATAGTAACGC CAATAGGGACTTTC CATTG ACGTCE TGGGTGGAGTAT TTACGGTA CTGCCCAETTGE GCAGTAGATH

571 581 591 601 611 621 631 641 651 661 671

1356 \S/\ ennpgncer
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_u::ﬁma on: Thu Apr 12,2018 03:50PM, JST Electropherogram Data Page 1 of 2




el

‘> Applied :
') Biosystems D05305A2-1_A8Cr_40pA3'elementRever_D01_10_ABI24 Inst Model/Name 3500/3500 Instrument

D05305A2-1_ABCr_40pA3'elementRever Apr 12,2018 01:13PM, JST
S/IN G:157 A:195 T:241 C:297 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1597 to 11472 Pk1 Loc:1574 Spacing:11.29 Pts/Panel1350
KB 1.4.1.8 Cap:10 Version 6.0 HiSQV Bases: 901 Plate Name: 20180412_kitaku
G TG TATCATATGCC G TACGCCCCCTATTGACGTCE TGACGGTrF ATG GCCCGCCTGGCATTGTGCCCAGTACATG CCTTATGGGACTTTCCTAECTTGG
681 %\ H 691 701 711 TEL 731 741 751 761 771
Nole |
1356 —— CM\/ enhoncel
678
0
781 791 801 821 | 831 841 851 861 871
_ ) \Qqséix
1356 | & F .
_ wy Crlieken \v\\ox\a‘xm\\
678 .
0 ¥010%0.000.8000070.40.8%5 0000500080 0G0« 0. ~0.0 D ™ Do =X 00000 OO0 O O X
TTTT G TaA AT ATTTT AT TT T LTT LITTATTTTTG TG C AGCCG ATGGGGGGC GG GGGGG GGG G G G GG CG ———
881 891 901 911 921 931 941 IS
13586
678
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D05305A2-1_A8Cr_RDB13535#1_E01_13_ABI24 Inst Model/Name 3500/3500 Instrument

D05305A2-1_A8Cr_RDB13535#1 Apr 12,2018 01:13PM, JST
S/N G:33 A:61 T:37 C:79 primer name S : RDB13535#1 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp ] Pts 1594 to 12403 Pk1 Loc:1571 Spacing:11.06 Pts/Panel1350
- TGGTTGGTGGGGTATTAATG-3
KB1418 Cap:13 A Version 6.0 HiSQV Bases: 822 Plate Name: 20180412 _kitaku
_ C/CAn GCG € CIG ._emneeeaajm GIGT TG GACCG G TG CCACCA TG|G ACTATAAG G ACCACG ACG G AGCACTACAAGG ATCATG ATATTGATTAC G ACE ATGACE
1 10 19 28 37 46 55 64 Aw 109
ﬂ S
1062 ey \c@s A intton > X bvx % A Q
531 » .:
0 y \/ ) AV g‘ VYV ‘ LYVIYV
Glars cecjec AAGCGGEARGGTOG GTATCCACG GAGTCCCAGCAGCCG ACARGAAGTACAGCATCGGCCTGE ACATCG GCACCAAC TC TG TGGGCTGGGECE T
118 136 145 154 163 172 181 190 199 208 217
N N ﬁ
1062 mp\.m\m\ \f\\lm / Qﬁw

o W | | | »:»

GATCACCGACGAGTACAAGGTGCCCAGC G i GGTGCTGGGC CACCGACCGGCACAGCATC G GAACCTGATCGGAGCCCTGCTGTTCGACAGCGGCG C
226 235 244 2 280 289 298 307 316 325

- gég%z%g%%?/l vl

GCCGAGGCCACCCGGCTGAAGAGARACCGCCAG GAAGATACACCAGACGGAAGAACCGGATCTGC TATCTGCAAGAGATCT TCAGCAACGAGATGGCC AGGTGGACGACAG
343 Ja2 3el 370 i) 388 397 406 415

424 433 442 451
BallL
1062

531

; T _&E

CTTCTTCCACAGACTGG GAGTCCTTCECTGGTGGAAGAGGAT G GCACGAGCGGCACCCCATCTTCGGC &

TCGTGGACGAGGTGGC CTACCACGAGAAGTACCC CY

460 469 478 487 496 505 514 523 532 541 550 559
1062
. | \ ¥ ) ..
0 ! AN ' A A A A ’ = . A M) A AN . A . ' . A
| CCATCTACCACCTGAGAAAG CTGGTGGACAGCACCGAC GGECGACBC TCGECE GETOATC TATE TG GECCC TGEECCACATG TCCGGGGCCACTTCCTG
568 577 586 595 @Obg\ 613 622 631 640 649 658 667
1062

U::Hma on: Thu Apr 12,2018 03:50PM, JST Electropherogram Data Page 1 of 2




/52 Applied ]
£ M,wt& W_Om<m.nm=._m D05305A2-1_A8Cr_RDB13535#1_E01_13_ABI24 Inst Model/Name 3500/3500 Instrument

D05305A2-1_A8Cr_RDB13535#1 Apr 12,2018 01:13PM, JST

S/N G:33 A:61 T:37 C:79 KB_3500_POP7_BDTv3.mob , Apr 12,2018 01:55PM, JST

KB.bcp Pts 1594 to 12403 Pk1 Loc:1571 Spacing:11.06 Pts/Panel1350

KB14.1.8 Cap:13 Version 6.0 HiSQV Bases: 822 Plate Name: 20180412_kitaku
_ TCGABGGCGACE TGARALCECGACAACAGCG ACGTGGACBAGCTGT TCATC CAGLCTGE T G CAG ACC'T AL CCAGCTG TTCGA GE nCCCCATE BACE CC AG

676 685 694 703 il 721 730 739 748 757 766 77

CGGCGIGG ‘.OOOO_O.. CG CC TCET GTCECT & GC G ACTG 2 GC f G AGC D.Dmmﬂqﬂm.ﬁ.‘u TCTG ATEEE CGEC ECTE CLEE G CCG G | G T GG
15 784" 1° 793 802 811 820 829 838 847 95 865 8
|
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0 Cood Yok Dl IO IOGTIRNA g0l el AN 209l g @ 2COelX TN 2 2K
CCCT G TT € GG 2 EC PTG ATTG L€ TGBA GECEC TEGGEGCEE TEGEA C C EEC cC TTC A G 2 e P TEGE A CE TGGE TC G GG ATG CC 2. \D
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» Applied

- Biosystems D05305A2-1_A8Cr_BGH_rev2_F01_16_ABI24 Inst Model/Name 3500/3500 Instrument
D05305A2-1_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST

S/N G:267 A:305 T:437 C:580 primer name  C : BGH rev2 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp ; i B _ Pts 1563 to 12550 Pk1 Loc:1540 Spacing:11.24 Pts/Panel1350

KB 1.4.1.8 Cap:16 5= TATTAGE GGACAGTGGG -3 . Version 6.0 HiSQV Bases: 916 Plate Name: 20180412_kitaku
TAT6 (6 TA C A |GCICGG GGG /GGGEGC CAACAG ATG GCTG GCAAC TAG AAG GCACAG|TCGAGGCTG ATCAGEE AGCTCTAGE AAT GITACTT T TTETTTTTTC

10 19 28 37 46 55 64 73 82 H\ 91 100

1050 _
il
0 | X [ ‘ : r
S ETGECC GG TT T TTEGT GECCEGECEGEC TTTIIGTCGCLTCCCAGE TGAGACAGGTCGATCCGTETETCGTACAGGLCCGGTG TGCTCTGGTG GATCAGGGTGGCGTCCAQG
109 118 127 136 145 154 163 172 181 190 199 208 21|
p_ gn\mq\@\a\?; NLS <« I Cos ﬁu

o2 ||l f o A | _ |

CACCTCTTTGETGE TG GTETACCTCTTECGGTCE ATGG TG GTETCAADNG TAC TTE GGCGGCAGGGGCTCCCAGATTGGTCAGGGT CAGGTGGATGATATTCTCGGCCT
1 226 235 244 253 262 271 280 289 298 307 316 325

1050

525

0 . |
ECTCTCTGATGGGCTTATCCEGGTGC TTG TTGTAGGC GG ACAGCACTTTGTCCAG ATTAGCGTEG GECCAGGATCACTCTCTTGGAG CTCGCTGATCTGCTCGATGATCTCGTY

334 343 352 361 370 379 388 397 4086 415 424 433 442

1050

- I\ = : ;

0 | uli YV VT VY
CCAGGTAGTGCTTG TGCTGTTCCAC CAGCTGTTTCTGECTCATTATC CTC GG GGEGGAGCCCT TCAGETTC TCATAGTGGC TGGCCAGGTACAGS TATTTG GAQ

451 460 469 478 487 496 505 514 523 532 541 550

= o o et i

GECAGEGEGCECAGTICGTTTECETTCTGCAGTTEGCCGRECAGAGGCCAGCATTE TCT TCCGEGCCGTITTCCAGETCEG CAGGGAGTACTTAGGCAGCTTGATGATCAGG|
559 568 58777 586 585 604 613 622 631 640 649 658
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N Applied D05305A2-1_ABCr_BGH_rev2_F01_16_ABI24

Inst Model/Name 3500/3500 Instrument

@;?m
-’ Blosystems
y D05305A2-1_A8Cr_BGH_rev2 Apr 12,2018 01:13PM, JST
S/N G:267 A:305 T:437 C:590 KB_3500_POP7_BDTv3.mob Apr 12,2018 01:55PM, JST
KB.bcp Pts 1563 to 12550 Pk1 Loc:1540 Spacing:11.24 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 916 Plate Name: 20180412_kitaku
TCCTTTTTCAC TTECIT TETAGEC BT TG GET TCCAG GITCGATGGE AT TET T CTEE AAGE TGE TTET TTE A TE ATGG TG AT CECEASE CAGETCTIT CACACT
567 676 685 694 703 712 721 730 739 748 e 766
1050
. %gigg%i%%(v&gé o 0 onoonliC ounany
0
CTTeAC LT TET TE GAC I TECECY I TTCCACT T TG GEEAECACCAGE AATA GGC CACGE TGGEGEC TG TCEAAGC CGCEG TACTTET GG & T4
775 784 793 802 811 mmo 829 838 847 856 86

\FTCC TTCTITCTE B CE TC:t ETT
874 883 892 901

G CEsldceT 6 TET G €
546

9793 982

C ITTGGGGG C ATGC TC : T T e GLE

1000
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