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Gene Engineering Division
RIKEN BioResource Center

Clone name . pRUJY.CAG-ToxP—stop-loxP—-AmCyan-ires—t1 A—

P. RIKEN DNA BANK WPRE (Supernova)

@ Purification

@ Digestion by restriction enzyme

B
@ Clone ID RDB _ 15056
® Lot 15056 _ A7En
@ 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

QIAGEN QIAprep Spin Miniprep kit

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis : 100

Restriction enzyme

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

Expected size of fragment

Bglll 10.3 kbp

Xhol 6.6, 3.7 kbp

HindIll 9.2, 1.1 kbp

kbp

kbp

@® Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name

Sequence — A pAxCA F1 Sequence - E -
Sequence — B pAxCALNLF1 Sequence — F -
Sequence — C PRE rev Sequence - G -
Sequence - D SV40pro F_ V2 Sequence — H -

APPROVED BY :

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



Applied

Bl s D04276B5_A7En_1_pAxCA_F1_A10_01_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B5_A7En_1_pAxCA_F1 Jun 15,2017 11:40AM, JST
SIN G:92 A:71 T:83 C:77 primer name A : pAXCA_F1 KB_3500_POP7_BDTv3.mob Jun 15,2017 12:07PM, JST
KB.bcp . N Pts 1500 to 13934 Pk1 Loc: 1477 Spacing:12.43 Pts/Panel1350
5 GGC 3 .
KB1418 Capi TTCTGGCGTGTGACCGGC -3 Version 6.0 HiSQV Bases: 891 Plate Name: 20170615 kitaku
[ T C CGA T \nHD.O _m 15 T'TC H0.00H.m.ﬁﬂ.ﬁﬁﬁ%.ﬁ%ﬂ.ﬂﬁ”hﬁ GICTCCTE GG 8 CETEBCIGETTATTGT GCIGTCTCATCEAT T T TG GC G TG T .ﬂﬂ.ﬂﬂmﬂ
1 10 19 28 3 46 55 64 73 82 91 100 109
_ EcoRT
1116 | Chimevic 1nfron Moxﬁ
558 i
0 . L A
FAGCATACATTATACG GTTATATT GGGTTCCGGATCCTCGGGG ACACC TATG GC GATC TCGGCCTTTTCGTTTOTTG GAGCTGGGACATGTTTGCCATCGATCCAT
118 1.27 136 145 ) 154 163 172 181 190 199 208 217 226
/ Bam HI
1116 Lox P
558
} O — = i xS . oat. oS it st v St a ik AL iR |
| CTACCACCAG CGGCCGTTAGATCTGCTGCCACCGTTGTTTCCACCG G CCACCGTTGCCGT CCACCACGACGGTTGTTGC. T G OO%OOO OOOOO CGGCC
235 244 253 262 2 280 289 298 307 316 325 334
Byl T
1118
. g?sigg \
CASS TEG:T mﬁﬂmﬁnm.ﬂwmnmﬁ‘mﬂﬂ TTOTA GTTEGETACT GET h:OHOOO OAH.W%.HOOHA.H&OOHQH GTG -GG GG !_H T CCEATTETEETTETTGTCEBTTE A.Oﬁ.m.
343 @52 361 370 379 388 397 406 495 424 433 442 451
Ti18
558
I JATAAN \ YWy MWV WY il
T TTTTECACTTGET TEGC TCAGTTCALR CEAT TATG ATGCTTTTCTTETTGT TLTTACGGSAATACCACTT GECGACETATCAC EALC ofl | CTTTT TCEEET TEETEN
460 469 478 487 496 505 514 523 532 541 550 559
11146
A TE TETTTT BT TTT A.H,]H_ﬁ.ﬂﬂm GGGATCTTTGTG ACCTPT O_OHOOH.OHO CAT T CTAL CT TTT EETET
568 i 586 595 604 613 622 631 640 649 658 667
1116
558
o AW A I YA MM M 000 MO 0000 M 0000
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Applied

w_0m<mﬁm_5m D04276B5_A7En_1_pAxCA_F1_A10_01_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B5_A7En_1_pAxCA_F1 Jun 15,2017 11:40AM, JST
S/N G:92 A:71 T:83 C:77 KB_3500_POP7_BDTv3.mob Jun 15,2017 12:07PM, JST
KB.bcp Pts 1500 to 13934 Pk1 Loc:1477 Spacing:12.43 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 891 Plate Name: 20170615 kitaku
TAARATTTTTAA GT GTA TAA TGTGTTA CTACTGATTCTAATTGTT TGTGTATT TTAG|AT TCCAACC TATGGAACTGATGAATGGG AGCAGTGEG TEGARTGCCTTT
5 685 694 703 712 721 730 739 748 757 166 775 78

T11% wall® |

558 TnAron

0 ﬁgg%é%o%% 9%0&?&5«%

CETE TTIED G INCA & TGCCATCTAGTGATGATG GCTACTEE TG ACTETE CATTCTACTCC TCC

34 7893 802 mHH 820 B29 “ 838 847 856 865

1116

558

0 O SIS, X
G GCEC G C"T'TT & TT'CRE TEETEA G BT DTS G E TGCTG TG TIT GT TA G e e g e T 5 _H_H_HOOH_ P 1 R i G

ga2 901 919 928 937 946 955 964

1106

558

g SR TS e O TN
G BT EICIC T GCE T 1

982
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N Applied
%@Wm Biosystems D04276B5_A7En_1_pAxCALNLF1_A11_02_ABI24 Inst Model/Name 3500/3500 Instrument

D04276B5_A7En_1_pAxCALNLF1 Jul 26,2017 09:13AM, JST
SIN G:345 A:503 T:385 G401 primer name @ :  pAXCALNL_F1 KB_3500_POP7_BDTv3.mob Jul 26,2017 09:52AM, JST
KB.bcp . B , Pts 1556 to 12165 Pk1 Loc:1533 Spacing:12.07 Pts/Panel1350
KB 1418 Cap2 5- CACTGCATTCTAGTTGTGGTTTGTCC -3'  y/ersion 6.0 HiSQV Bases: 928 Plate Name: 20170726 kitaku
ceccs TATC TTATCATG TCT GG iTCIt GACAT G G TAAGTAAGCTTGGGCTGCAGGTCEG AGG G ACC TAATAACTT CG TATA GCATACATTATACGAAGTTATAT GT CGACT
1 11 21 31 41 51 61 71 81 91,/ 101 % |1
._.Soﬂ..E.\ I a
1050 LNED ¢ (P) d fst lox P
525
0
CTAG AGGATCCCCGGGTACCGGTCGCCACCAT mﬂ TCTTTCAAACAAGTTTATCGGAGAT GACATG ARAATGACCTACCATATGGATGGCTGTG TCAATGGGCATTACT TTAC
|.H!.-. - e & ZnoHZm.ga. 151 161 A 181 191 201 211 221
Kba BamH T Gwal ﬁﬂSH

——> AwyCyan

- .L.::EEE::EEE:EEEE;EE;,EF:E:::EEE::E::E;::E:::

CGTCAAAGGTG AAGGCAGCGGGAAGCCATAC GAAGGGACGCAGACCTCGACTTTTAAAGTCACCATGGCCAACGG TGGGCCCCTTGCATTCTCCTTTG ACATACTATCTACAGT
241 231 261 281 291 301 311 321 331

1050 INeol

s,.a;:._s:::,_E:, L_E.,_::.:::s:_:._;_::::.::::_EE::::::E..s

EGTTCATG TAT G GAAATC GATGC TTTACT GECGTATCCTAGC CAGTATGCCEES ACTATTTE GCATTTCOCTGACGGAATGTCATATG?E AGGACTTTTAEC TATGAAGATG
341 351 361 371 381 391 401 411 421 431 441 451
al
1050 Dﬂ
DI E: QTR W :s: | ::
TR ) : :E: Il . A | LA AR
GAGG AGTTGCTACAGCCAGTTGG GAAATAAGCCTTAARAAGGCAACTGCT TTGAGCACA A\ TCCAC GTTT CATGGAGTGARAC T T TC CTGCTGATG GACC TG TG AT GGC GAAGATY
461 471 481 491 501 511 521 531 543, 551 561
1050
_ | :EEEE:EZ:;
: \y ..h».:E_...__EE, AN AAAA VA W) Y VA A Py Y T A A
SACAAC TG GTTGGEGACCCATC T T TTGACGARAAATGAC TG TC TGECG ATGGAATAT TGAAGGGTGATGTCACCEGCEGT TCCTCAT GC TGCAAGGAGGTGGCAATTACAGATGCCCAR
571 581 591 601 611 621 631 641 651 661 671
1050

22 ottt oty el
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M@W Applied D04276B5_A7En_1_pAxCALNLF1_A11_02_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y D04276B5_A7En_1_pAxCALNLF1 Jul 26,2017 09:13AM, JST
S/N G:345 A:503 T:385 C:401 KB_3500_POP7_BDTv3.mob Jul 26,2017 09:52AM, JST
KB.bcp Pts 1556 to 12165 Pk1 Loc:15633 Spacing:12.07 Pts/Panel1350
KB1418 Cap2 Version 6.0 HiSQV Bases: 928 Plate Name: 20170726 kitaku
TTCCACACT TCTTACAAGACAAAAAARACCGGTGACGAT GCCAC CAAACCATGCGGTGGAACATCGCATTIGCGAGGACCGACCTTGACARAAGGTGGCRACAGTGTTCAGC |
681 691 701 | 721 731 741 751 761 T 781
1050
525 ‘
o (oI Iy AN Wy 1) 000 B M 006000 000
TGCACGGAGCACBCTGT TG CACATATARCC TE TGTTETE CE T AR ECGEEECGEEASTE TAG A AT TCOAAC TEAGEECEE GTEEE TACCAT TAC CAAC T TS T.CT
791 801 811 821 7_ 841 Ilﬂq|H 861 871 881 84
ot1 X ba
1050 pmy Cyan Ecok T
525
0 \ {
GGTGTCAAAAATAATAGGATCCTAGATCGAGTTAATTAAR GGATTCC GCCCCCCCCCCECE TC TCEC T € CC ¢
1 901 911 921 Twp 941 951 961
1050 BamHL
525
0

Printed on: Wed Jul 26,2017 11:34AM, JST Electropherogram Data Page 2 of 2



Applied D04276B5_A7En_1_PRE_rev_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument

W-Om<mﬁm3m D04276B5_A7En_1_PRE_rev Jun 15,2017 11:40AM, JST
S/IN G:38 A:31T:27 C:36 primer name A...\ . PRE_rev KB_3500_POP7_BDTv3.mob Jun 15,2017 12:07PM, JST
KB.bcp 5'- AGCAATAGCATGATACAAAGGC-3' Pts 1464 to 13255 Pk1 Loc:1441 Spacing:11.86 Pts/Panel1350
KB1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 1013 Plate Name: 20170615 kitaku
I TICC ACA TFAGCC G 1 G GAGCIA CATAGT TRAGAITACCA GTCAATCTTT CAC TTTT GTAAT CCAGAGGTTG AGC GGCCGAAGGGBC GAATTCGC GGCCGCTT &
1 10 19 28 46 55 64 73 82 91 100 109
EeoKT Aot

e /D?z WYy
\/
0 e o A Vv Y <<xvgbgﬁw
STTAG|TTAICCCGGGG AGCATGTC GGTC HOD:_O GAGCGTCAGCAG GCAGCATATCAAGGTC GTeC GgTE GGGCATCGGC TG GG AGCATGTCT GTC e G
118 WA.GAU 127 136 145 154 163 172 181 190 199 208 217 226
1266 — +TA-Adva
| W
0 |\
c GGGCGTCGGCCGGCCCGCCGCTTTCGCACTTT OO 'GTTTCTCCAGGCCACATATGATTAGTTECCAGGCCG GG GGCAR GGTTCGGCTCCCTG ATGGTCG CAGCT
2358 244 253 262 271 280 289 298 307 316 325 334 343
1266
633 »
O = e ——— - S—
C TTGCT'TGET.E TCAG GTGGGG GCATAG PT.CE GPEET ACEGT ET TR T ET T TEETETT T TEETAC T T GAT GETECE TEATICETEE TACGCAGCCECCAGTGT GTGGCCCAt
352 361 370 379 388 397 406 415 424 433 442 451
1268
633
O = e — —— -
SGGC GG ACAGAGCGTACAGTGCGTTCTCCAGGGAG GCCTTGCTGACACAGG CGCGAGCTGATTTTCCAGGGTTT Omi CTGTTTCTCTGTTGGGCGGGTGCCGAGATG
460 469 478 487 496 B05 514 523 532 541 550 559 568
1268
633 —
CACTTTAGCCCCGTCGCGATGTGAGAGGAG GCACAGCGG TGAC TT GGEGC. BT TG TTCEIGE LG BTCTTGCCATGACTC GCCTTCCAG GGGGEGCAG GTGGGT ATG
ST 586 595 604 613 622 631 640 649 658 667 676

T T N AL
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N5 Applied

ALY A
J A\ Biosystems
SIN G:38 A:31 T:27 C:36
KB.bcp
KB 1.4.1.8 Cap:13

D04276B5_A7En_1_PRE_rev_E10_13_ABI24
D04276B5_A7En_1_PRE_rev
KB_3500_POP7_BDTv3.mob

Pts 1464 to 13255 Pk1 Loc:1441
Version 6.0 HiSQV Bases: 1013

Inst Model/Name 3500/3500 Instrument
Jun 15,2017 11:40AM, JST

Jun 15,2017 12:07PM, JST
Spacing:11.86 Pts/Panel1350

Plate Name: 20170615 kitaku

LEEC I.GTC CA-GERATC TEG
685 694

1266

- ?é%égg%%%

TTGCCAGGGCATCGAGC

GEGCCCGETTGT TCT TCACGTGCCAGT

721 730 739

GGCTGCTEC ETCCEAGCTT

TTEAGE GAGT.TT CEem
175 784

TGTCGEGTCAGGCCTTCEG

S0 THERT T GRGIT

TT CCASAGCAGAGT TTATGACTITEETCTITGETCCAETCTAG nm memq,mﬁ,ﬁ%%ﬂn GG

829 838 847

wmmVﬁSnﬁﬂ‘ 5
¢ TA- )wéﬁ%\%

'O
874 883

_
TRES _

793 802

1266

633

0 . :

CGTCCCCG TCGGGTTCGGGGGGG CCT
892 901
1266
633

ACG TTTTTTTTAACCTCGEG C T CACATGT

928 937 946

0 6000 e N N0 T TXONC00 0 T 000000

G TCAG TEeEg

973 982

951

1266
633

Printed on: Thu Jun 15,2017 02:02PM, JST

r 1% TGGGGG T ACCC TTC TGGGG C
1000

& CCCC IT G TITTG TACCEE IT G
1018

1027 1036

cE TTT BL C
1063 1072

CG GTGEG

GGG GT G
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Applied

W.Ow<m.nm=._m D04276B5_A7En_1_SV40pro_F_V2_F10_16_ABI24 Inst Model/Name 3500/3500 Instrument
D04276B5_A7En_1_SV40pro_F_V2 Jun 15,2017 11:40AM, JST
S/N G:80 A:49 T:45 C:55 primer name .@ : SV40pro F V2 KB_3500_POP7_BDTv3.mob Jun 15,2017 12:07PM, JST
KB.bcp ; , Pts 1488 to 13332 Pk1 Loc:1465 Spacing:11.96 Pts/Panel1350
KB14.18 Capi6 5'- TCGGCCTCTGAGCTATTC -3 Version 6.0 HiSQV Bases: 970 Plate Name: 20170615 kitaku
[ CA(C TTTTTGGG/GG T#G GCTTTTGC GITCGAT CAAGAGACAGGATG mmenme:nmn ]qm CAABATGG AT TECAC GICAGE T'T BECE BGRCEET TE ¢
1 10 ;m 28 m 37 46 55 64 100 109
SV 40 promo€r
576
B
2TG GAGABGEC TATTEEGC TATE AL TG GG CACARCAGACAATE GEETES TCTEAT GCCOCC B TET TEC ECU TET CAGE GCAGGE GEGEC EGETTCTTITT €T CRAGACCERACCT
118 127 136 145 154 163 172 181 190 199 208 217 25
1152

I A ; »

ETCEGEGTGCECTG TG CTGC GACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGEGCETTCCTTGCGCAGCTGTGC TCGACGTTGTCACTG GCGGG AAGGGACTQ

6 235 244 253 262 201 280 289 298 307 316 325 334
1152
i ::F:: » :. i E:: I Vw a E: :::: A ==
o VU | E:::: VT W A A AT AT
GCTGCTATTGGGC G GTGCCGGGGC TE TCETETCATCTGCGAECT TG ECTE €T GG LG AG GTATCCATCATGGCTGATGC TGCGGCGGCTGCATACGCTTG 1hnmm
343 352 361 370 379 388 397 406 415 424 433 442 451
171 52
576
0 g _ LAY ;
ETACC TGCCEAT TEGHREEACHE GCG ACATCGCATCGAGEC GAGCACGTAC TCGGEATEG GCCGGTCTTGTCG AT CAGGATGATCTGGACG G GCATCAGGGGCTCGCC(
460 469 478 487 496 505 514 523 532 541 550 559
1152
576
1 0 . ‘
i:CCARGCCG CTGT TCGCCAGGCTC GGC GAGCATGCCLCGALGGCGAGG AT CTCG TC GTG ACCCATGGBCGATGCCTGC TTGBECLC G TATCATGGTGG TEGEEE GC T
568 BT 586 595 604 613 622 631 640 649 658 667 3
1152

. gg%éﬁi%ﬁﬁ%%%@%%ﬁ
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.-

N Applied
1 "
%g > BioSystems D04276B5_A7En_1_SV40pro_F_V2_F10_16_ABI24 Inst Model/Name 3500/3500 Instrument

D04276B5_A7En_1_SV40pro_F_V2 Jun 15,2017 11:40AM, JST
S/N G:80 A:49 T:45 C:55 KB_3500_POP7_BDTv3.mob Jun 15,2017 12:07PM, JST
KB.bcp Pts 1488 to 13332 Pk1 Loc:1465 Spacing:11.96 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 970 Plate Name: 20170615 kitaku
[TTCTGGATTCATCGACTG TG GCCGGE TEGGTGTGEC GEACCGCTATCAG GACATAGCGTTGGLC TACCCGTGATAT TGCTGAAGAGECTTGGECGGCGRAATGGGCTGAC
576 685 694 703 7iz 721 730 739 748 757 766 775
1152
576 '
0 . G\ ALY ) (Y XX NN br.r.,o,.,
CGCTTCCTCGTGCTTTACGGT ATCGCCGCTCCCGATICGCAGCGCATCGCC TTCTATCGCC TTCTTGACGAGT TCT TC|TGAIG CGGG AC TCTGGGEETTC G
784 793 802 811 820 829 838 847 856 Wmo_v 865 874 _
1152
NeoR —— |
576

TGAC CG ACC GECHEANE CGECGCARCECTGECCATCACGAGATITC GATTELE ACEC G CC GOECTT CTATG CG TTGGG C TTC GGAARATC G T T T CC
901 910 919 928 937 946 955 964 973

1152
576

C G CC €6 CTGEG TGATCC TLCECAGCGEC G &G ATC TC TGEET GG G TTE I1€ & ©oe ce €
982 picH 1000 1009 1018 1027
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