p Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pCAGS-FLAG Qki6

RIKEN
BRC
@® Clone ID C RDB _ 16799
@® Lot E 16799 _ A8L7
@® DNA Concentration = 25 nanogram/microliter
@ Volume : 40 microliter
@ Form . DNA solution in TE buffer
@ Host : DH5 alpha
@ Culture : LB medium
@ Antibiotics 5 100 microgram/ml Ampicillin
@ Purification . QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder =
(NEB#N3200L), G
250 ng/well =+
@
(kb) <
10.0
8.0
40
3.0
15
12
10
0.1
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Apal : 58 kbp
Kpnl : 5.8 kbp
Apal+Kpnl - 46,15 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pCAG-F Sequence - E -
Sequence - B pCA-bgter Sequence — F -
Sequence — C SV40pro_F Sequence - G =
Sequence - D = Sequence - H = :I'

APPROVED BY :

http://dna.brec.riken jp



Applied D05707A2_A8L7_3_pCAG-F_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument

'Biosystems D05707A2_A8L7_3_pCAG-F Jan 10,2019 02:06PM, JST
SING62AB1T:54C70  primername 4 : pCAG-F KB_3500_POP7_BDTv3.mab Jan 10,2019 02:34PM, JST
KB.bcp . ) . Pts 1428 to 13336 Pk1 Loc:1405 Spacing:11.89 Pts/Panel1350
KB14.18 Capi7 5- TTCTCCATCTCCAGCCTCGG -3 Version 6.0 HiSQV Bases: 1010 Plate Name: 20190110_kitaku

TGCCEGG G (4 G(C'G(C TTCG GGG G GG ._mmmmn.mmo CGGGGTTCGGC TTCTGGCG TG TG ACCG mnmmﬁ_qnﬂ GCTAGAGCCTCTGCT CCATGTTCATGCCTTCTTCT
19 28 | 3il 46 55 64 73 82 91 100 109

———— CAG promier(hiWA) L

1180
590 — ——
0 y . LY\ V
T TP CCTACAGE TCCTGEE CAACETGCGC TEGTTATTGT GCTGTCTCATCATTTTG G AG HHDO CGAGATCC GCAGAGATACCACCIATGGCCCTCG? GACTACARAGG
118 127 136 145 154 163 172 181 190 199 208 Xhol |217 3|
Kol Nebl MALE -
1180
590
0
ACGACGATG ACAAG|TCTAGAATGGTC GG GG TGGAARACGAAGG AGAAGCCGAAGCCCACCCCAGATTAT TTGATGCAGCTGATG CGAC G GCTCATGAGCAGCC TG
235 HMBL m \.ﬂ E 262 274 280 289 298 Nm\%q 316 325 334
AL n:m v @ Ki & (Refseq > NM_ 001)$9575, 7, 459.. .
1180
590 ’
0
ICCAACTTCETGEGEG GEATETTCAACCACCTCGAGCGGCTGETGG AC G G A TTAGCAGAG TACG GT AGACATGTAC? TGACACGTT WVATGGCAGTACAG AG ¥ NAGAAGT
343 352 361 379 388 397 406 415 424 433 442 451

1180 X}QMS
> A »

GCAGAATTGCCTGACGCE GTGGGARACCCAT TGTTCAGT TACAAGAGAAACTTTATG TGCC TG TARAR AGAARTAC CC TGATTTTAATTTT GTTGGGAGAATCCTTGGACCTAGAG
460 469 478 487 496 505 514 523 h32 541 550 559
1180
590 »
0 A VY
GACTTACAGCT \ACAACTTGAAGCAGT ACGGGATGT | TAATGGTCCGAGGCAAAGGCTC TGAGGGAT? ARAG GGAGGAGCARA ATAGAGGC GCCCARATT
568 297 586 595 604 613 622 631 640 649 658 667 S]
1180

- g%%?%%?%%@
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~» Applied D05707A2_A8L7_3_pCAG-F_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
y D05707A2_A8L7_3_pCAG-F Jan 10,2019 02:06PM, JST
SIN G:62 A:81 T:54 C:70 KB_3500_POP7_BDTv3.mob Jan 10,2019 02:34PM, JST
KB.bcp Pts 1428 to 13336 Pk1 Loc:1405 Spacing:11.89 Pts/Panel1350
KB 14.1.8 Cap:17 Version 6.0 HiSQV Bases: 1010 Plate Name: 20190110_kitaku
G BiG BGEATCT TGAAGAGCT TACATG TACTAATCAC TG TG GAAGATGCTCAGAACAGAGCAG TCAAGC TGAAGAGAGCGGTTGAAGAAGTGAAGAAGTTACTG G
76 685 694 703 712 721 730 739 748 757 766 775 78
1180
590
0 A VYV DAY Q0 00 DO 0
ACCTGCG GCTGAAG GTGAAGACAGCCTG AARGAAGATGCAGC TGATGGAGCT TGCAAT TCTGAATGGCACC TACAGAGACGCCAACATT T oA CGEABCE ETEG g
4 . 793 802 811 820 829 838 847 856 865 874 883
Konl Al
1180
590
0 & X X A A Y 4.'.' (N o) O\ & 9. { O A DO N { 00 '»
CTTTTCTCT TGCAGCAAC TCGCCCAGG CTGE TCCAA GG ATCATC AC TGGECCTGCGCEE TG TCC TCCCACCAGEC TGETCTGCOGTACALCC TAC GEC AGC TCG
892 901 910 919 928 937 946 955 “v Jﬁ 964 973 m @mmx o
VU \A AM, 123/
1
1180 m& —
590
0 GNP G DA
lccccTACCATAATGCCTTT GATCA GACA TACAG ALC 6 CTH 'TE & TG ICEE 7 CEGE AACTECC
' 901 1000 1009 1018 1027 1036 1045 1072
[
IRl
590
0
T G GG CCC TG AG €T G A TTR A TE T g © € € ‘T ATG @& TAA & € CG T & € AC A TT GG G & &L G
1081 1090 1099 1108 1117 1126 1135
1180
590
0 s i...a.."vl.rh‘hllrnu.‘).. ‘A.Vlh\l'lrrll’::.‘.nl..‘b?|“rﬂ.e e S e it MR = o — N S
f¢ T T A AR TWC A A AT €
1144 1153
1180
590
O e e e ——— —.
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~ Applied

w_0m<mﬁm3m D05707A2_A8L7_3_pCA-bgter_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
D05707A2_A8L7_3_pCA-bgter Jan 10,2019 02:06PM, JST
SIN G:242 A:185 T:233 C primer name . pCA-bgter KB_3500_POP7_BDTv3.mob Jan 10,2019 02:34PM, JST
p p g
KB.bcp 5 ATTAGCC ; Pts 1413 to 13385 Pk1 Loc:1390 Spacing:12.07 Pts/Panel1350
KB 1.4.1.8 Cap:20 AGAAGTCAGATGCTC -3 Version 6.0 HiSQV Bases: 1018 Plate Name: 20190110_kitaku
[ GC CAG G TICCCA TAATTTTT G GCAGAGG G /AARAGITCTCAG TG GTATTTGTGAGCCAGGG CAT TG GUCACACCAGCCACC CCTTCTGATAGGCAGCCTGCACCTG !
A 10, 19 28 wmw mmw 46 55 64 73 82 91 100 109
1180
5980 »
0 o L A )
GG AGTEG qqnqe GCCTTTCGT TG GG RPAAGCCATACCTAACACACCACTGGGTTCAATAGG GTAC TCAAGG ATTG AT GTAGC TGGTGCCAATG TGTAGGGGTATTCATAGG !
mw bmq &7 136 145 154 163 172 181 190 199 208 217
NM, 1Y . ¢ g ; ;
£jseg ’
1180 mQKi & m\ﬁm«m NM_— 00/15 wwxm.w.;ﬁw
\ \ E\é
: AL | |
3T GT GTAGATTAACCCAGC T TCAGGCCC TG GAGGGAC TATTGCAGCAGTTGGG TGAGGAGTTCC BT TTGGCATGACAGC GGTCTGTATTTGTCTGATCAARGGCAT TATGGT
226 235 244 253 262 271 280 289 298 307 316 325 334
1180
5GGCCAGCTGGCGTAGGTGTACGCAG AGCAGCTGGTGGGAGGACAGGCGCAGGCCCAGTGATGATCCTTGG! GCAGCCTGGGCAGTTGCTGCAAGAG GGCAARGGGC TG G
343 352 361 \hﬁ\ H 370 379 388 397 406 415 424 433 442
T u
74
1180 m ull
590 —
0
rGATTTAATGTTGGCETCTC TGTAGG TG CATTCAGAATTGCAAGC TCCATCAGC TGCATCTTCTTCAGEC TGTCTTCACCT TCAGCCGEAGGTACCAGTA ST TR EAET T
451 460 469 478 487 496 \0 —505 514 523 532 541 550 559
vull

Xwi«.

1180
. g%%é%?ig% A , i

CETTC CCHGETCTCT TEAGE TTGRAT T'TETEBE TE TG T TCTBRGEATETTC GTGATTAGTACATGT GTC TTEATTTA GATGC TCCERATT CGELCTTGE CTC TAT T'TY
568 577 586 595 604 613 622 631 640 649 658 667

1180

20 e N et s Ve e e A AW v
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Applied

Biosystems D05707A2_A8L7_3_pCA-bgter_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
D05707A2_A8L7_3_pCA-bgter Jan 10,2019 02:06PM, JST
S/N G:242 A:185 T:233 C:216 KB_3500_POP7_BDTv3.mob Jan 10,2019 02:34PM, JST
KB.hcp Pts 1413 to 13385 Pk1 Loc:1390 Spacing:12.07 Pts/Panel1350
KB1.41.8 Cap:20 Version 6.0 HiSQV Bases: 1018 Plate Name: 20190110_kitaku
TGCTCCTCCTTCTTT TTATCCCTCATTGAGCCTTTGCCTCGGACCAT TATT T TACATCCCGT TTCTGC T TCAAGTTGT TTAGCTGTAAGTCCTCTAGGTCCAAGGATT
676 685 694 703 712 721 730 739 748 757 766 775
1180
590
0 YY) baad'sd MYV VYD [ 0o Yo [ 0o oo
CTCECARMNCAAMNATTAAAATCAG GG TAT TCTTT TACAGGCACATE G TTTC TCT TEGTAACTE AACAATEGE TCCEAC UG LE TCAG GCAATTCTGCACTTE TTIT T
784 793 802 811 820 829 838 847 856 865 874 883
1180
590
0 g@%%%ﬁ??&%é%
STCTGTACTGCCAT TTAACGTGTCAT TG TACATGTC TTTCCGTACTCTGC TAATTTCTTCGTCCAGCAGCCGE TCGA GGTGGE TTGAAGATCCCGCAG |
892 901 910 919 928 937 946 955 964 973 {
Xho1
1180
590
0
& TTIGE GC A BEE TEiC TCATEG ATC T GGG GG TGE 6 € TITC 66 ¢ TIIC T
991 1000 1018 1045 1054
1180
590
0 _ —— W va® o~ .
ITT ¢ A TTT ¢C ¢ 6 ACCC A TTIC TA G A € TTEE TC A ITCGE TICE 1IT € TTEE TAB T € T C G B GGG (s o TGG
72 1081 1090 1099 1108 1117 1126 135
1180
590
0 - .ﬁ“‘.l‘.:‘.l“".ll‘nl‘\hﬁt‘l.lﬂ‘*l‘il‘l‘:‘d.? T U ——— lljllu.."“.lll.ﬂ.-ﬁ.lilll\-
G GUT G T sl A T
1144 1153
1180
590
O e ———
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Applied

W.Om<m#¢3m D05707A2_A8L7_3 SV40pro_F_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrument
D05707A2_A8L7_3_SV40pro_F Jan 22,2019 01:50PM, JST
SIN G119 A:19 T:17 C:23 primer name (2. : SV40pro_F KB_3500_POP7_BDTv3.mob Jan 22,2019 02:17PM, JST
KB.becp i i Pts 1357 to 14684 Pk1 Loc:1334 Spacing:12.97 Pts/Panel1350
5-TATTTATGCAGAGGCC k
KB 14.1.8 Cap?2 GREGS Version 6.0 HiSQV Bases: 1036 Plate Name: 20190122_kitaku
BLTCCGGGCCCGTIT DRl jmmﬁ_”m CIAGT GAGGAGGCTTTTT TG GAGGCCTAGGCTTTT GC GE T CTTGITTIATT GCAGET TAT TGGT TAC s GCAATAGCAT
il 11 21 _ 31 41 51 61 1 81 91 101 b i e
1128 SV4o pro/or Sy 4o |\ plyth) sgnal
564 .» p» b
: oo\l .EEE o A A Ve il
CaCrt T TTCRGT AT GCATTTT TTTCRACT GEAT TCTAGT T GTG GTTTETCE CTECATC TGTATCTTATCATGTCTGGATOCGCTGEATTAATGAATCGGCC CG
g 141 151 161 171 181 19 201 mtxﬁmﬁ_. 221 231
1128
<o Ao A
CGCGEGG AGAGGC GGTTTGCGTATT GG GCGCTCTTCCGCTTCC TCGCETCACTG Ognmn%mﬁDOdOQDQODﬂﬂODQOHOOQOOO GC GGT A_O.mﬁ\m_:n C e GGCGGT
241 251 261 271 281 291 301 311 321 331 341
1128
::: ::_ I =: ?%%zég?%\,
o JNVUUUVIVITRUUWUVTAN \ |
TAGC GGTTATCCACAG] TCAGGGGAT CGCAGGT GAACATGTGAGC GGCCAGC GGCC#H GG CCGT*~ "GCCCGCGTTGCTGGCGTT GGCTCC(C
351 361 397 381 391 431 441 461
| 1128
G CCCCC TG.AEG mo TCAC! TC ERAEGETE GTCAGAGGTGGCG? Onﬁm CAGGACT GAT?F nﬂ GGG T T nﬁﬁﬂﬁg.,..m.,.WE DDHOOOHOOHOOQOHWM_UIOM
471 481 491 501 511 521 531 541 551 561 Sy
1128 Ori
0 y
TCTPTTCCEGAC CCTEGC CERETTACCEGATACETGTCEGEOCT ITETECCT TCE GG GCGTGGCGCT T TAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTT
581 591 601 611 621 631 641 651 661 671 681
1128
oy gés%%%%é%@%é%&%ﬁé
0 V\ V' 2y
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. Applied

w_0m<mﬂm:‘_m D05707A2_A8L7_3_SV40pro_F_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrument
D05707A2_A8L7_3_SV40pro_F Jan 22,2019 01:50PM, JST
SIN G:19 A:19 T:17 C:23 KB_3500_POP7_BDTv3.mob Jan 22,2019 02:17PM, JST
KB.bcp Pts 1357 to 14684 Pk1 Loc:1334 Spacing:12.97 Pts/Panel1350
KB1.4.18 Cap2 Version 6.0 HiSQV Bases: 1036 Plate Name: 20190122 _kitaku
CGCTCCAAGCTGGGCTGTGT GCACGAACCCCCCGT TCAGCCCGACCGCTGCGCCTTATCCGG TARCTATCGTCTTGAGTCCAACCCGGTAAGACACGACTT ATCGEC
691 701 711 721 731 741 751 761 771 781 791
1128
g é%ig%g gé&é
CTGGCAGCAGECACTEGT TTAGC AGAGCGAGGTIATGTAGGCGGTGCT GIT GATT ETCETGGCC TABUTAC GECTACACT CBGT
L 801 811 821 831 841 851 861 871 881 m_m:
§ |
—— ort < ,
564
RS A AL, A
TEEGTATE TGCCCTC TG CTE EC.CA.GTT ACCTTTCG CA ARAGAGT T EGTAGE TC TH AT &6 &8 €AARIC ACCGT TEGETA GE GETE G T TTT TG T TT !
901 911 921 931 941 951 961 971 981 991
1128
564
0 ?%55%%%@%%%
GG AGCASG AT TACGEC GCAIG & AT E&TC MAG (AAT CC TTTIG AT C TTITT C TACEGGGEGT C TG ALG G G TGE BAACG C TC ACEG TT
1011 1021 1031 1041 1051 1061 1071 hl 1091 1101
1128
564
0 A W S e s B & 0 ARSI T, v 2 S N P V-, = 0 2 = P D Aol YV VgV S A = D SO AL it T S
cce TTT GG TCC A'GGA G TTA TCA AA B GGBATC T C BCC TA G T £ il ¢: T A g G T T T
1111 1121 1131 1141 1151 1161 1171
1128
564
0 \tz.”.’!l‘.f R A Y k)‘.i‘bllt"\o ‘l‘.f.}l‘l.ul AP o e s O o = 2 IE?)%
T CE TiE T =Ll 1 e T oA AT E e g
1181 1191 1201
1128
564
O e S e WA AR e WO =~ e =0 A e s e
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