P Gene Engineering Division
RIKEN BioResource Center

ﬁ RIKEN DNA BANK clone name : pKM2L—phCDKN2

EII&E'I_J
@ Cione ID : RDB _ 05509
@® Lot : 05509 _ AT7le
@® DNA Concentration : 25 nanogram/microliter
@ Volume » 40 microliter
@® Form : DNA solution in TE buffer
@ Host - DH5 alpha
@ Culture : LB medium
@ Antibiotics . 25 microgram/ml kanamycin
@ Purification ’ QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 05509
(NEB#N3200L),
125 ng/well g . B
o © o B
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Xhol : 1.2 kbp
EcoRI ] 43, 21,08 kbp
Pstl : 41, 3.1 kbp
kbp
kbp
@® Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A M13_-40 Sequence — E -
Sequence — B phRLR2 Sequence — F -
Sequence — C pAxCALNL_F1 Sequence — G = /TN
Sequence — D - Sequence - H - { 17 1003)
Ty
APPROVED BY : g

http://dna.brec.riken,jp/index.html



» Applied

05509_05509_AT7le_M13_-40_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument

w_0m<mﬁm3m 05509_05509_A7le_M13_-40 Oct 03,2017 11:42AM, JST

S/IN G:54 A:83 T:71 C:76 primer name \P : M13_-40 KB_3500_POP7_BDTv3.mob Oct 03,2017 12:23PM, JST
KB.bcp Pts 1484 to 13603 Pk1 Loc:1461 Spacing:12.06 Pts/Panel1350

5-GTTTTCCCAGTCACGACGTTGTA-3'

KB1418 Cap:13 Version 6.0 HiSQV Bases: 1035 Plate Name: 20171003_dnabank
C(GG (CG CG (F GC TTGCATGCCTGCAGGTCAT TTAAATAGGG T CLGGG T TGATT GAT CTC GAGCTC TZ GETTCACATATGCATGCACTAGTGGCATC TCEC
it o" 19 28 37 46 55 73 82 91 100 109 f
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hilae _ xs Ciilled)
o RO ARG :.E.l: Y WA TP P TV UV VS ATV
TCTTCTTCACCAATAGC TATATATAT TTITTCACAAGAGCTG? AGAGTTCTTGATGTAGGAATCCATGG TAGAGTTTCAGAGAARTCCCTG T ACTG ST TATE T
118 wm.\ 136 145 154 163 172 181 190 199 208 217
hCoeng  No-§o0009.0 21,449,221 - <) Eeokl X bal
1138 ?
569 »
0 .
ml TACATGTGCAAGTG CACATETTTTTTAR 7 ! ATCATTACE TACTITTCT TTITTTGEGAG \WGAAGGTATTTATTTCAACAGACTCT TG ? GG AGCCTACTCTTCCCACT
226 235 244 253 262 201 280 289 298 307 316 325 334
1138
569
O —
ETEE BAECC R CA T GAACCACTGTAGGCCGGGCACGATGGCTCATGCCTG T TCCCAGCACTTTGGGAGGC TAAGGTGGGTGGATCACCTG AGGTCAGGAGTTCGAGEAC
343 52 361 370 379 388 397 4086 415 424 433 442 4!
1138
569 »
0o » \ AW A A
A GCCTAGCCAACATAGTG CCCEETECTCTACTAATAATACAS TTAGCTGGGTATGGCAGCATGTGCLC TG TAATCCCAGCTACTCGGGAGGCTGAGGCAGGAG AATTAG
3l 460 469 478 487 496 505 514 523 532 541, 550 559
1138
569
0 %@é?%é%é@gggggg;g
CTCGAACCCGGGAGGCGGAG GTTGCAGTGAACCGAGAGAGATCGTGCGGTGCCATTTCACTCCAGCCTGGGCAACAGAGCGRAAACTCCATC TC AACACAC |
568 577 586 5585 604 613 622 631 640 649 658 667 67
1138
569
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Applied
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05509

_05509_A7le_M13_-40_E10_13_ABI24

05509_05509_A7le_M13_-40

Inst Model/Name 3500/3500 Instrument
Oct 03,2017 11:42AM, JST

SIN G:54 A:83T:71 C:76 KB_3500_POP7_BDTv3.mob Oct 03,2017 12:23PM, JST
KB.bcp Pts 1484 to 13603 Pk1 Loc:1461 Spacing:12.06 ' Pts/Panel1350
KB14.18 Cap:13 Version 6.0 HiSQV Bases: 1035 Plate Name: 20171003_dnabank
[ CAAAC GAAAGAACCATTGTATTAGT GAT. GG TGTLGT IC CCTCCCTECCATC CTGGEARAS CACT TTCTTCETEC TCCA TEATSE AT ET I TSy CTAAARN
‘6 685 694 703 712 vel 730 739 748 757 766 775 784
1138
569
0 VAYS s . 0 R D R o B D Bl 2V e et o i " Al 4t et it
TAATT TTATTTATE GATAGTTTGAATTTT CEC TATCATTGC TACACAGC TAATTIGAGAGGTACCCC GAGG TAT TG6 TACAGTAATGEA TT §T AGATTT TA A7
793 802 811 820 829 838 847 856 865 874 883 892
Eoul
1138
569
0
PAACATAL TT G AC ATC CCA T ET TP PCATTES € T e T8 9T Aac AT 6 TTTT ATC AR G CA G AC AC TA GTAC AAGAITAITAC TGG
901 910 919 928 937 v 955 964 973 982 1000
1138 7_9 —— phepEN2
2497097 e _ ¢
569 _
0 .
GGTTIT GTE CE B GEE ATT G TAT AN QT ITT T Caf AG CPEEG AT TRAT CE AG T G CAGATT BCATE 7608 1717 G Gl £G
1009 1018 1027 1036 1045 1054 1063 1072 1081 1090
1138
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O T i g i D e i Y el O =~ Y — - " - C oo o e e e e e e ——
6} & TC TG G CC A & TR o Tl CGG T G T E TG T i AL AT RTT G CC TT GG T GG T G e
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. Applied

 BlDGystems 05509_05509_A7le_phRLR2_D10_10_ABI24 Inst Model/Name 3500/3500 Instrument
05509 05509 A7le_phRLR2 Sep 22,2017 11:15AM, JST
SN G:168 A'159 T:140 1189 primer name g, : phRLR2 KB_3500_POP7_BDTv3.mob Sep 22,2017 11:55AM, JST
KB.bcp , Pts 1446 to 13416 Pk1 Loc:1423 Spacing:11.78 Pts/Panel1350
KB 1418 Cap:10 S-CCAATAGGTGCCTATCAGAAACGC-3 Version 6.0 HiSQV Bases: 934 Plate Name: 20170922_dnabank
GTT TE © TG 1€ € GECCCAG TTTCTATTG GTCTCLC T T2 CEeTe TETTGT CCTTG ATACTTACICTGCCCAGTGCCTCACG ACCE CTTCTGCAGTACCCGGGTG
1. 10 _ 19 28 37 45 08 64 73 82 91 100 109
_ Wimeric Tuiron ol
Wt e \ a1
1096 t -
548 _
0
TTCTACGCGTCGACAGGCIGACCCTGTCCCTCAAATCCTC TGGAGGGACCGCGGTATCTT TCCAGGCAAGGGG OOOMOHO GCGAGTGCTCGGAGGAGGTGC TATTARAC TCH
118 127 136 145 /154 163 172 181 90_ 199 208 27317
mg L1 &D;H @r m«._e(_.@ﬂ TO@WZN 7_0 QOQQ__Q,G.__
1096 o A © 219 94460}
. gg%%géz
0
CGAGCACTTAGCGAATGTGGCACCCCTGAAGTCGCCCCAGGTTGG GTCTCCCCCGGGGGCACCAGCCGG AAGCAGCCCTCGCCAGAGC CAGCGTTGGC GGAAGGAGGACTGC
226 235 244 253 262 271 280 289 298 307 316 325 334
1096
548
0 ‘ Vv
FETEETCCL ﬁnémﬂﬂﬂﬁﬁﬂ CACCG ECCTCCGEBCC.TCCETGCTCCCAGECGCGC.TCCCECGCCTGC CAGCY GGCGTGTTTGAGTGCGTTCACTC TG TTAAAAAGAAATC(
343 352 361 370 379 388 397 406 415 424 433 442 45
1096
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0 . ) . . . /)
WECEGEE G CEEGTT TEET TEETC/EECGE ATAGAAEC T TEE TARC T G LR TTGAATCGGGGTGTTTGGTGTCATAG G GAT GTATGEGCT ITETTETT T TAATE AT 2 G i
1 460 469 478 487 496 505 514 523 532 541 550 559
1096
. EE%E%%% ¥ ke
0 MM o
GCAAAACTAT TCTTTCCTAGTTGTGAGAGCCC CACCGAGAATCGAARATCACC TGTACGACTAGARA TCCCCCTALCCCCCTCAACCCTTGATTTTCAGGAGLCGCGGGH
568 577 586 595 604 613 622 631 640 649 658 667
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» Applied

m:u/ Bi osystems 05509_05509_A7le_phRLR2_D10_10_ABI24 Inst Model/Name 3500/3500 Instrument
05509_05509_AT7le_phRLR2 Sep 22,2017 11:15AM, JST
S/N G:168 A:159 T:140 C:189 KB_3500_POP7_BDTv3.mob Sep 22,2017 11:55AM, JST
KB.bcp Pts 1446 to 13416 Pk1 Loc:1423 Spacing:11.78 Pts/Panel1350
KB 1.4.1.8 Cap:10 Version 6.0 HiSQV Bases: 934 Plate Name: 20170922_dnabank
STTCACTAAGTEAGAAACCCTAG TTCARAGGATTCCT TT ITGGAGAGTC GGACTGC TCTCTCC T TCCCETCECCT TCECCC TEC TEGCGTGTAAARACGGE TGTC TEGGE GEAI
676 €85 €94 703 712 721 730 739 748 757 766 775

GGGTTTCTCAGACGTGTACATTGCCTGG TAT AAGAGCAGACTCTGAAAAGATGA CGTTTATTT2AATAC CGACGGEGGGEG AG2ATTC TG CC TG TA GCCAGATAGG 2 z |
784 793 802 811 820 829 838 847 856 865 874 883
EcoRlL
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GGGGAGGGAGTCA TT GG GGAC GGACTCC A TICTCA AGTCATAA TTCCTAGACCAGAAAA GTGC TCAG TG TTC TAGAA GCAGAG 1T G
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Ne o ”
1096 . ﬁsmm
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>uu__mn_ 05509_05509_A7le_pAxCALNL_F1_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument

) Biosystems 05509_05509_A7le_pAxCALNL_F1 Sep 22,2017 11:15AM, JST
SIN G:41 A:41 T:35 C:43 primer name i pAXCALNL_F1 KB_3500_POP7_BDTv3.mob Sep 22,2017 11:55AM, JST
KB.bcp , Pts 1488 to 13494 Pk1 Loc:1465 Spacing:11.93 Pts/Panel1350
KB1418 Cap13 5- CACTGCATTCTAGTTGTGGTTTGTCC -3" \/gr5ion6.0 HiSQV Bases: 915 Plate Name: 20170922_dnabank
CCa2T A "TIG ATC TTATCATGTCTGCTCG OOOOOOOOHOH.O..EOHOOHOOHHOHHﬂ GCACGCGC TCCACG GCTCTTGATGTACTTACCCATTTCATCTGGAGC G
i 19 28 37 A 5] 55 64 73 82 91 100 109
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1264 __ NotT  HLbal | ™ heluc

022 AR e o0l ot 000e 00 Y A ...........Er..:r_.E:»..—..,:.E,EE:FE.

4

[CCTCCTGGCTGAAGTGGAGGCCCTTCACCTTCACGAACTCGGTGTTAGGGAACTTC TTAGCTCCCTCG AC TAGCGTTGGE CCCAGGEETCGGAGTCGATGAACATY
118 127 136 145 154 163 172 181 190 198 208 217 226

1264

2 L IR >

CTTAGGCAGATCGTCGCTGGCCCGAAGGTAGGCGTTGTAGTTGCG GACAATCT GG ACGACGTCGGGCTTGCCTCCCTT CGAGAGGGATCTCGCGAGGCCAGGAGAGG GTAGY

£ttt

. I _ i e el

ICAAGCACCATTTTC TCGCCCTCTTCGE TCTTGATCAGGGCGATATCCTCC TEGATGTCAGGC CAC TCG TCECAGGAC TEGATCACG TCCACGACACTCTCAGCATGGACG
460 469 478 487 496 505 514 523 532 541 550 559

EcollV
ol i) ...k......:..E.........L...:.

. ..o.ﬁo.bo.‘.b..oo..b. N0, 'Ooﬁ“

TGGCLTTGATCTTGTCTTGGEGTGCTLE GTAGGAGTAGT AGGCCAGAC GCCCCCCAGTCGTGGCCCAC AGATGATTTTCTTTGGAA GETTCAGCAGCTC G2
568 577 586 595 604 613 ; 622 631 640 649 658 667 6

1264
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Applied

Biosystems 05509_05509_A7le_pAxCALNL_F1_E10_13_ABI24 Inst Model/Name 3500/3500 Instrument
05509_05509_A7le_pAxCALNL_F1 Sep 22,2017 11:15AM, JST
S/IN G:41 A:41 T:35 C:43 KB_3500_POP7_BDTv3.mob Sep 22,2017 11:55AM, JST
KB.bcp Pts 1488 to 13494 Pk1 Loc:1465 Spacing:11.93 Pts/Panel1350
KB1418 Cap:13 Version 6.0 HiSQV Bases: 915 ) Plate Name: 20170922_dnabank
GCGGTGAGGTACTTGTAGTGATCCA GGAGGCGATATGAGCCAT TCCCGCTCTTGCC GGACTTACCCA TTCCGAT CAGATCA GG ATGATGCATCTAGCCAC CGEGCTCSH
6 685 694 703 712 721 730 739 748 757 | 766 775 76
I
1264 tl,_ —\p NTLD
632 | A
0 X o.‘ o) ’40Q§.§0‘>¢ 0 os§0¢6001.>4. 0000‘.‘ ‘o .-4 «’O’O.QOQO OO 000 9, OO
TGTGA GGCACGACG TGCC TCCACA CGTAGCTGG AGGCAGCG TTACCATGCAGAARAATCAC GGCG TTIC TC GGCGETGC TTCTCGGAA TCATAGTAG TTGATGRA GG MG
34 793 802 811 820 829 838 847 856 865 874 883 89
1264
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0 e ool K Mok o0t I oo @0l oo 3o oot o AU Doog Mo ad XTI P
[CC AGCAC GITCATTTGCTT GCAGCGAG CCCA CCAC TGA G CCCIG TG ATCATGCGTTTGCG TGCTC G GG TCG TACACCATCEG 24 GCCATG TGG CT ?GG |
2 901 910 919 928 937 946 955 964 973 982
1264
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0 Contcgd Dael,_Nuel, ‘bv?;@ub»?gl#nowk.uﬁ.%nwyAoﬂ&%rf‘on&in#ﬂf&.gg?’.ﬁf'\!’..\uu?mrf
CTAM GTGAGTCGETA T GTACTCTAG C IT A (AGCTGTAA T G CCTE G ICT O TE T 6 ABAGH G cC GG T.G T
991 1000 1009 1018 1027 103 1045 1054 1063
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