P Gene Engineering Division
RIKEN BioResource Center

clone name : pK178.CAG-loxP-stop—loxP-mir30 (GFP RNAi
scramble control) (Supernova)

ﬁ RIKEN DNA BANK

RIKZH
BRC

@ Clone ID : RDB _ 15059

® Lot ; 15059 _ A7En

@ DNA Concentration : 25 nanogram/microliter

® Volume : 40 microliter

® Form s DNA solution in TE buffer

® Host ; DH5 alpha

@ Culture s LB medium

@ Antibiotics : 100 microgram/ml Ampicillin

@ Purification s QIAGEN QIAprep 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
Bglll : 58 kbp
BamHI : 5.4,03 kbp
Ncol g 3.1,26 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A pAxCA_F1 Sequence — E N
Sequence — B pCA-bgter Sequence — F -
Sequence - C = Sequence — G - =3
Sequence - D = Sequence - H =

APPROVED BY :

http://dna.brc.riken jp/index.html



A ~ Applied

W_Om<m.nm3m D04276B8_A7En_1_pAxCA_F1_G09_21_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B8_A7En_1_pAxCA_F1 Jun 15,2017 09:22AM, JST

SIN G:320 A:390 T:425 C:391 primer name \Y . pAxCA_F1 KB_3500_POP7_BDTv3.mob Jun 15,2017 10:02AM, JST
KB.bcp . ; Pts 1494 to 13352 Pk1 Loc:1471 Spacing:12.05 Pts/Panel1350
KB 1.4.1.8 Cap:21 5'- GGCTTCTGGCGTGTGACCGGC-3 Version 6.0 HiSQV Bases: 978 Plate Name: 20170615 kitaku
| T €A D aqn_._m TG TICATGCCTTCTTCTT TTTCCTACAGIC TCCTGGGC/ACGTGCTGGTIATTGT GCTGTCTCATCATT TTGGC GAATT GATTAATTCGAGCG
1 10 19 28 3 46 55 64 73 82 91 100 10¢

1064 | OT.,S&SH v n T

CGCGTACTAGTATAACTTCGTATA GCATACAT TATACGAGTTATTTTTTGAGCTCCATAATCAGCCATACCACATT TG TAGAGGT TTTACT TGCTTT CCTCCCAC
3 118 127 136 145 154 163 172 181 150 199 208 217
MQﬁn
1064
532
O - - -
CCTCCCCCTG AACCTG CAT T GAAT GCAAT TGTT GTTGT CTTGTTTATTGCAGCTTATAAT GGTTAC TRAAGCAATAGCAT CACAAATTTCAC T
226 244 262 271 280 289 298 307 316 325 334
SV#0)poly(A) Shypa
1064 poty 4/ Shava|
532
TTTTTTTCACTGCATTCTAGTTGTGGTTTGTCC TCATCAATGTATCCGCG GCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTT AR ACCTCCCA
343 P52 361 370 379 388 397 406 415 424 433 442
1064
532 »
| 0 : _ L 3 AR
1ACCTCCCCCTGAACCTG CATAAAATGAAT GCAATTGT TGTTGT §AACT TGTTTATT GCA GCTTATAATG GTTACAAAT GCAATAGCATCOAC TTTCAC T
451 460 469 478 487 495 505 514 523 532 541 550 559

1064 U_\%G WLNA\C wdsi

il \ _ éz?éﬁé%g%é%%?

GCATTTTTTTCAC TG QAT TETACTTGT GGTTTGTCL CTCATC TGTATATC GAT ETTGEGTTTATTGEA GCT T A’ TGGTTAC 1 TAGCATCAC
568 b7 586 595 604 613 622 631 640 649 658 667

SV4o paly(A) mdzl

N T L e L
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' Bi osystems D04276B8_A7En_1_pAxCA_F1_G09_21_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B8_A7En_1_pAxCA_F1 Jun 15,2017 09:22AM, JST
S/IN G:320 A:390 T:425 C:391 KB_3500_POP7_BDTv3.mob Jun 15,2017 10:02AM, JST
KB.bcp Pts 1494 to 13352 Pk1 Loc:1471 Spacing:12.05 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 6.0 HiSQV Bases: 978 Plate Name: 20170615 kitaku
ey Vo) T GCATTTTTTTCACTGCAT TCTAGTTGT GGTITTGTCC CTCATCAATGTATCT TATCATGTCTGGATC TCCGARATAACGT TEGTATAGC
676 €85 694 703 712 721 730 739 748 757 766 775
1064 _ 0X ﬁ
y M MM e
o P gt orlond gl Dol o 0o
TAGAD TRTRNEG mj.:aq GTOTCEATE GAETAGG GAT CAB GGET TIPTTGAATGAGGET TCAGTACDTT ! c TEBNTEECT HOACE T'CT T
784 793/ 802 811 820 829 838 847 856 865 874
Ww@H
1064 / %
- miR 30
£32 ] /
o 200000 .‘ MO0 00000 000e! 00000000600
+ CACTTEE TG EREATTACT TETTCAGG TT ceg cacarla gécToE AL CETATATTGC TG TTGCACAG TG AGCGAGE TCATAG eTT C
883 892 901 910 919 | 928 937 946 955 964 973
1064 _
532
0 %000 oo ’ 050.0‘00. & ool ’w@)‘\.ﬂ‘ .\w..o‘ .OC.-O Sl X ok OO \\VNWNOQ
T RiC TCTAGTGAME CCACAGATE TAGATITG TAG AGC TTCTATG AGCG TG CE TAC TG CC TC GGG B TT R GG EGE € T i
982 991 1000 1009 1018 1027 1036 1045 ¢
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» Applied

> Biosystems D04276B8_A7En_1_pCA-bgter_H09_24_ABI24

D04276B8_A7En_1_pCA-bgter

Inst Model/Name 3500/3500 Instrument
Jun 15,2017 09:22AM, JST

S/N G:439 A:473 T:454 C:379 primer name m pCA-bgter KB_3500_POP7_BDTv3.mob Jun 15,2017 10:02AM, JST
KB.bcp i ’ Pts 1518 to 13403 Pk1 Loc:1495 Spacing:12.04 Pts/Panel1350
5'- ATTAGCCAGAAGTCAGATGCTC -3
KB 1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 993 Plate Name: 20170615 kitaku
(C (AtG AG T[C ATFATTTTT GGCAGAGGS GATCTCAGTGGTATTTGTG AGC CAGGG CAT TG GECCACACCAGCCACCACCTTCTGATAGGCAGCCTGC CCTG |
1 0 19 28 37 46 55 64 73 82 91 100 109
B\l
1240 _
, | , : » \
0 N / ; 4 : —
GGAGTHC GBCCECATCG AT G ATATE CTGATAATTTATACCATT TTAATTCAGCTTT TGTATC GAGATAGCAAGGTATTCAGTTTT CAAG AT
118 127 136 145 154 163 172 181 190 199 208 217
Aot L EwlkV .
1240 3miR-30n
620 »
; | | LYUYY | | V)
T GETS T GTAGCCCCTTGAATTCCGAGGCAGTAG GCACGCTCATAGAAGCTC TACAATC TACATCTGTGGCTTCACTAGATTGTAGAGCTTCTATG GCTGGC TCACT
226 235 244 253 262 271 280 2B9 298 307 316 325 334
£ Do
1240 Yok b0 MR-3Pe, lbp
620 —
0 A | - » » A | \ . | —
GTCRACAGCAATATACCTTCTCGAGCCTTCTGTTGEGTTAACCTGAAGAAGT ALRTCCCAGCAAGTGTTTCCAAGATGTGCAGGCARCGATTCT GT GTAC TG AAGCCTCAT
343 352 361 370 379 388 397 406 415 424 433 442
5 ImiR-30 !\
1240 5 ik A
620
1 O L ! . ANANANA] VRVARNAARNARNANARAAARL UWABRSAARAVURAVARRSAA SN ARASRAARTASNA
rchrd ACAAT TACCCTGT TATCCCTAGT CGATC GAGACTAGTATAACTTCGTATAATGTATGCTATACGAAGTTAT[TC GGATTTGATCCAGACATGATARGATACATTGATGAR
451 460 469 478 487 496 505 514 527 B2 o 541 550 559
1240 ™ OXMU MCQUﬁo \.Cmvdz?
0 Py AAARAD
TTT GGAC CCACAACTAGAATGCAGTS TECTTTAT T TGET TTTGT GATGCTATTGCTTTATTTGTAACC TAAGCT GCAAT G
568 577 586 595 604 613 622 631 540 649 658 6l67
1240 <

oMol e et

A AW AN
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' Biosystems D04276B8_A7En_1_pCA-bgter_H09_24_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B8_A7En_1_pCA-bgter Jun 15,2017 09:22AM, JST
SIN G:439 A:473 T:454 C:379 KB_3500_POP7_BDTv3.mob Jun 15,2017 10:02AM, JST
KB.bcp Pts 1518 to 13403 Pk1 Loc:1495 Spacing:12.04 Pts/Panel1350
KB1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 993 Plate Name: 20170615 kitaku
TACRATTGATGAGTTTG GAC CCAL CTAG TGCAGTG TEETTTATTT GT G TT TET GATECETAT TG ETT TAT TTGT GCATTAT GCTGC
676 685 694 703 T12 T21 730 739 748 757 766 TS
1240 Sy40 poly(A) sigre]
o @%ﬁé@@%ﬁg §§§§
0 5 § «%@Z
ETT  TEATTTTATE T TCE Omeem GG GGG mmH_mHmmm GG T.T7 TTT : : CE'TE T TGGTATGG
784 793 802 811 820 829 838 847 856 B65 874 883
1240 <
620
0 ggﬁ%&?&%\é%gg
C'TE ATT TGCCGCGGATACAT TG TG GTTTGGACA T F : TGCAG TG TG & T T T T9T G'Tis 8 ;‘HHO,_,Q T G T iy
B892 901 910 91¢ a28 937 946 955 964 973
1240 sV poly Svm,_msa_
620 T
0 X I K 0000 X 0
T T ga g m i Gl i i T G O TGC T G ! m..,wq? e CC Az 01 TT G © TTT € T T T B “BTE L ﬁ
282 1036
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