Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

RIKEH
B8 R C

clone name : pKM2L-phBMP6

@ Clone ID

® Lot

RDB _ 05474

14631 _ A7Bs

@® DNA Concentration

@ Volume
@® Form
@® Host

@ Culture

@ Antibiotics

@ Purification

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

25 microgram/ml kanamycin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb
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Erectrophoresis : 100

Bglll + Sall

=
-
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c
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Restriction enzyme

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

Expected size of fragment

Bglll 5.5 kbp
Sall 55 kbp
Beglll + Sall 42,14 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

Sequence — D

Sequence — H

APPROVED BY :

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



Applied

W—Om<m.nm—.5m 05474_14631_A7Bs_M13(-40)_B08_02_ABI08 Inst Model/Name 3500/3500 Instrument
05474_14631_A7Bs_M13(-40) Mar 07,2017 12:05PM, JST
S/N G:96 A:95T:86 C:94 primer name .P” M13_-40 KB_3500_POP7_BDTv3.mob Mar 07,2017 12:31PM, JST
KB.bcp ' Pts 1507 to 14914 Pk1 Loc:1484 Spacing:13.26 Pts/Panel1350
5-GTTTTCCCAGT -3
KB 1.4.1.8 Cap:2 CACCADGTTETAS Version 6.0 HiSQV Bases: 1073 Plate Name: 20170307 _dnabank
CC (G (CG T (C AGC TTGCAT GCC T GCAGG T STAGGGET CLGGGT TGATT GATCTCGAGCTCTI GCTTCECATATGCATGCACTAGTGGCICTGCCGTGG
1 11 41 51 61 L 81 91 101 m Wﬂ.gm_‘ 1
Bg \T TndTL
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1120 % ol H
I gz;
O i [ : .- »
GCCACGTGTCC GCTA CGCCTACATTACATC TAAG AG A T GG GGG TGG ACCTATCATT TTTETTTTC TTCCTCAGTTET GG CAGTATAGTGATTT
11 ik ’ 131 141 151 161 i 181 191 201 277 221
y > a 26955
1120—— S m,s@z%r NC_000006.% , 17256%6) -7 b1
560 p »
" | |
IECTGEGTTAT TATTTT TATT TA GT-T GCATC 2T A GGEECT TB'T TGATGGTAAAL GAG! AGCTTCAGATCGGGGTATT GGTCAGATCATTCTTACTAGCGATGACLCTH
. 231 241 251 261, 271 281 Nm“_. 207, 311 321 351
1120
oo AN %% 2
0 >>
ITTCGCEE TTTG GECACCTCGCGGECTCTTEGCATEECCT CCAL TTCCCGGEGTCTTG LCCTACGCGCGGCGGAGGCGACGCCTCTCGGGAGAG GG DOOHO G GGGC
341 57 361 371 381 391 401 411 421 431 4471 ‘
1120 Eooll
IGGGGCTATTT LTAGCCCGC GAGCTTCGCGTCCCCAT TGGCTGECCAGCC TGTCGGT TACCGLCGGGGCGGGEGAGTCCCGGGGC TGGAGTGAGGTACCTGAGC CGGGC GEGC
151 461 471 481 491 501 511 521 531 541 551 561
Konl
1120 m
0 gg?%%??;é?%%ﬁ%é?%?ﬁé%@
GC G LGCCCACGTTGGCCGCTGCGGGG AGCGCGGCGTGGAGAGGCGGGAGACC G ITTCCEGEGCCGEGL CEGCECCCGEBECEBCTRCTCEG GTIGCAC TAGECECETTCET TCCCATG
571 581 591 601 g1l 621 631 641 651 661 671
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Applied

w_0m<m.nm_.=m 05474_14631_A7Bs_M13(-40)_B08_02_ABI08 Inst Model/Name 3500/3500 Instrument
05474_14631_A7Bs_M13(-40) Mar 07,2017 12:05PM, JST
S/N G:96 A:95 T:86 C:94 KB_3500_POP7_BDTv3.mob Mar 07,2017 12:31PM, JST
KB.bcp Pts 1507 to 14914 Pk1 Loc:1484 Spacing:13.26 Pts/Panel1350
KB 1418 Cap:2 Version 6.0 HiSQV Bases: 1073 Plate Name: 20170307_dnabank
CTTTCTGC GAGCGGGTTTGCTGGGCAGCCGGGC GACCGCCGARACGGAAAGCAAGATCCT CGCCGCCTCCGCTTGAGGAG GCGTGCGGCGCGCGGAGATTTTGAGTGGGAGCG ACG |
681 691 701 priain 721 731 741 751 761 771 781 791
1120
560
0 AN AASAA NN MN o a e NAA A E A AAAS e s N OIOEASOS e SASEANCA NN N E N A Ae D SEA e N S N ”
STGCCCGRAG AGCTCAG GGG CECGGAGTTCGTGAGC GAGAAGGAAGTIARACCTC GCGGAA TAGAC TG GCATTT CGGEACGCT TTGTCGCC G AG CCTG GG CCCTGRARCG GG GT
801 811 821 831 841 851 861 871 881 891 901
1120
560
0 - X :
CTTCATEGTGCECCC TCOGATCTGEGG/E 66 GCEGTECGEE ACC G TG AT GCE GEEGEATCTC CCGCAGCTCETCAGE G GCCCL SCTCCEC GCT GCCCEEE GTCCCAC T'CAG TC |
911 921 931 941 951 961 971 981 991 1001 1011
1120
560
O R e S0 S e e —T
SCCATECE AGAGC GC GE GG CAGCGCACGTGTGC GG CCAGC GAGGE CCAGAGTG ACC GCGCC GC GACTCGCA GGAG CCAA GEGC GCAA GGCT 2 G CCC €
Sml/ 1031 1041 1051 1061 1071 1081 1091 1111 1121
1120 s
| 92265506
560 |
O _ e — T — — e ———— S et — ————
3 ICCTEA G ACCGGCAGCC TG CC 1GG CIIGC EEICE TE TIC TAGAGALCC 16 € GiC6 2ACGEETEDeE AA § E£T £ € . IT & 'TIC o
1131 1141 1151 1161 1171 1181 1191
1.12:0
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0 e
C
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Applied

) Bi Om<m.nm3m 05474_14631_A7Bs_phRLR2_EO07_05_ABI0O8 Inst Model/Name 3500/3500 Instrument
05474_14631_A7Bs_phRLR2 Mar 03,2017 09:52AM, JST

S/N G:61 A:46 T:54 C:78 primer name m, : phRLR2 KB_3500_POP7_BDTv3.mob Mar 03,2017 10:35AM, JST
KB.bcp , _ Pts 1504 to 15802 Pk1 Loc:1481 Spacing:13.42 Pts/Panel1350
KB 1.4.1.8 Cap5 5'-CCAATAGGTGCCTATCAGAAACGC-3 Version 6.0 HiSQV Bases: 1078 Plate Name: 20170303_dnabank
T 97T 1 T ‘¢ A GFCIAG CCCA G/ T T'T CTAT'T G BT ETECT'T CCT ST CTTGTAACCT TG ATAC PTTACICT G GCCAG TG CC TCACGACECARCTTET GCAGTACC CGGGE TG AA]

31, 41

5% 6l . 7 81 gl 101 111

il il

1030

515
0 E)
PTCTACGCGTCG ACAGGICCCCCGECCCGECCGEGGEGLCTGCCCCCGCGG ATCCC GCGAGGLCGTGG m\ﬁmmﬁmm GCGAGGCCGG .GCGC GGCCGC TG TGGCCCTTGGCGTG AGC AGTH
rd
121 1314 ER«E: 151 161 BamHI 191 181 - 191 NSZQ.:\ 211 221
Sm?mm NC.000006.(2 ) 02-6A95.. (c
1030
515
0
ME COGC EACGCTOT GG GEGBEET CEC T TCC Ce T TEET GE CCC T CAG T CET TATE TETCAT GG TE G TCCBGEGLGECECCCAETTGCLCAGGCTAGAGAGGTEGE G GGGGCG ATC
231 241 251 261 271 281 291 301 3. 321 331

5 M ™ g%%/ig

CCAGGAG AACCGCTTGGAGGGGAGG GGGGAGCCTCACAGCCTCGCGCAGGTCTCTAGAGGC GCGCGGTCCAGGCCAGGTGCGTCTGAGTCCGGGCTGCAC TGCAGCCTG(
351 361 371 381 341 401 411 421 431 441 451

al
- W Pot L

me | — \<<K

"GCCCTGGC TCCTGCGAGTC GCGGCGCGGTCACTCTGGGCCTCGC TGGCCGCACACGTGCGCTGCCCCGCGCTCTCCC TGGCGACTGAGTGGGACCC GGGGCAGCGGGGAGCH
461 471 481 491 501 513 B2l 531 541 551 561

wa%é%s%gg?éz%%ggg%g WA AW VW

3GGGCCGCTCACGAGCTGCGGGAGATGCCCGGCATCACCGTGGCGCACGCCCCTCCCCAGATC GCAGGGECACCATG GTTTACCCCGTTGCAGGGCCCAGGCTGLGGBLGAC G
a7l 581 591 601 611 621 631 641 651 661 671 681

1030

515 o v ettt e et e el
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> Applied
|\ Biosystems 05474_14631_A7Bs_phRLR2_E07_05_ABI08 Inst Model/Name 3500/3500 Instrument

05474_14631_A7Bs_phRLR2 Mar 03,2017 09:52AM, JST
S/N G:61 A:46 T:54 C:78 KB_3500_POP7_BDTv3.mob Mar 03,2017 10:35AM, JST
KB.bcp Pts 1504 to 15802 Pk1 Loc:1481 Spacing:13.42 Pts/Panel1350
KB 1.4.1.8 Capb Version 6.0 HiSQV Bases: 1078 Plate Name: 20170303_dnabank
GCGTCCCG TGCCAGTCTATTCCGC GAGGTTTAACTTCCTTCTCGCTCACGAACTCCGCGCCCCTGAGC TCTCGGGCACCGTCGET CCCACTL! TCTCCGCGCECCGCACGLCTC]
691 701 711 721 731 741 751 761 771 781 791 801
1030
A T A
0 %gg%é%g%g%
TCAAGCGGAGGCGGCGAGG /TCTTGCTT T(C GTTCGGCG CTCECCCGGCT ECCCAGT CCCGCTCGCAG GG TGGE! GiAGGGGGCTAGTGCACCGAGC AGCGGCCGCGGCGGE
811 821 831 841 851 861 871 881 891 901 911 921
Notl
1030

w; E%ﬁﬁggggé?%

GGC GCCGE GAATTCG CGTCTCCCGCCTCTCCAC GCCGCGCTCCCL GCAGLCGGLC CETGGECTITCTGCTEE CCGCCC GG CT L __DH CCTCACTCC AGCCCCGGG ACTCCCCGGC CC

931 941 951 961 971 981 991 1001 1011 1041
1030 EWel  Ecokl
515
0
TAACC GAC AGGCTGG CAGCC AAT GGGG ACGCG ARGCTC GC GGG CT ATTT A2ATA GCCCCGCCCC TICTTT CACCC T CCCTC TC C G/GGA G CGTC G CC TCCE CC GCE
1051 1061 1071 1081 1091 1101 1111 1121 1131 1141
1030
515
0

G TITC GGACCC G G TTET TG GC AT GC G AG CCC C G TG C
1191
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» Applied

Nw w_0m<m.nm:._m 05474 _14631_A7Bs_pAxCALNL_F1_F07_06_ABIO8 Inst Model/Name 3500/3500 Instrument
o 05474 _14631_A7Bs_pAxCALNL_F1 Mar 03,2017 09:52AM, JST
S/N G:68 A:69 T:87 C:84 primer name c pAXCALNL_F1 KB_3500_POP7_BDTv3.mob Mar 03,2017 10:35AM, JST
KB.becp 5. CACTGCATTCTAGTTGTGGTTTGTCC -3' Pts k._mﬁ‘ to Amm_mw Pk1 Loc:15624 Spacing:13.66 Pts/Panel1350
KB14.1.8 Cap6 Version 6.0 HiSQV Bases: 1080 Plate Name: 20170303_dnabank
16 TATC TTA[TCATGTCT GCTCGIAGCGGCCGET CTAG ,,qH_nqmnqnmqﬂnﬁ_a GCACGCGEOTCCACGAAGCTCTT G AT GTACT TAC CCATT TCAT 6T GG AG CGTC
1 1% 21 31 —ar_ ?m 61 71 81 91 101 111
1150 [ | GV&0 NotL Yoal Rluc
pLi)
0
 CTCCTGGCT GAAGTGGAGGCCCTTCACCT TCAC GAACTCGETGTTAGGGAACTICTTAGCTCCCTCGACAATAGEGTTGG? CCCAGGEGTCGGAC TCGATGAACATCT]
121 131 141 151 161 171 181 191 NS 211 221
1154
577

0 i

TAGGCAGATCGTCGC TG GCCCG GGTAGGCGTTIGTAGTTGCG GAC TCTGGACGACGTCGGGC TTGCCTCCCTT CGAGAGGGATCTCGUGAGGCCAGG AGAGGGTAGGC(

231 241 251 261 271 281 291 301 311 321 331 34
1154
0 !
GTCT CCTCGECETTUTCETTCAATCGGETCER G GTAGEGEAGEG CTEC TCAGECTECCAGTTTE 8G CATGATETTEGLTITE GBGAGCATGGEG TCTCGALG GTTATTCTY
1 35 361 371 381 391 401 411 421 431 441 451

1154

o \ , \

: COACCAT TTTCTCGBEC CCTETTEGETC TTGATCAGGGCGATATEEC TCCTECGATGTCAGGCCACTCGT CCCAGRACTCG ATCACGTCCACGACACTCTCAGCATGGACEATG

461 471 481 491 501 Lh i 521 531 541 551 561
coRV
1154 @
. %ﬁsﬁ%ﬁgg}ga«%ég%?
0 {\
GCCT TG 2TCTTGTCTTGGTGCTCGT AGGAGTAGT G mmﬁﬂ GAC GCCCECCCAGTEGTGEGEC €C : GATGATTTETCTTT BG GETTC ACGCAGCTCG GCGGTG

571 581 591 601 611 621 631 641 651 661 671 mm

1154

T | e et oo e e oo
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N Applied
A i osystems 05474_14631_A7Bs_pAxCALNL_F1_F07_06_ABI08 Inst Model/Name 3500/3500 Instrument

05474_14631_A7Bs_pAxCALNL_F1 Mar 03,2017 09:52AM, JST
S/N G:68 A:69 T:87 C:84 KB_3500_POP7_BDTv3.mob Mar 03,2017 10:35AM, JST
KB.bcp Pts 1547 to 15823 Pk1 Loc:1524 Spacing:13.66 Pts/Panel1350
KB14.1.8 Capsb Version 6.0 HiSQV Bases: 1080 Plate Name: 20170303_dnabank
3GTACTTGT AGTGATCCAG G2AG GCGAT ATGAGCCAT TCCCGCTCT TGCCGGACTTACCCAT TCCGATCAGAT CAGGGATGAT CCATCT AGCCACGGGCTCGATGTGAG GCACGACGTGCC
1 691 701 711 721 731 741 751 761 771 781 791 8c
1154
537
ICCACAGGTAGCTG GAGECAGEGTT ACCATGCAC TCAC GGCGTTCTCGGCGTGCITCTC GGAATCATAGTAGTT GAT GAAGGAGTCCAGCACGT TCATTTGCT TGCAGCGAGCCCALY
11 811 821 831 841 851 861 871 881 891 901 911 921
1154
o
I D D 0 T e N O N B O e T ) e B N e N YD IO o Wi+ e PV Ve
CTGA IGCCCAGTGATCATGC GTTTCCGT TGCTCGGGGTCGTACACCT TEG AAGCCATE GTGGCTAGCC TATAGTGAGT CGTATTIAA GTACTCTAGCCTT TG
| 931 941 951 961 971 981 991 1001 10 1031 104,
1154
577
0 : .
GG 2GTCG ICACCTGT CGAGAGAA GGL GT G 2T GTCAGT A GACC A TA GETGCCTATCAGAAACGC A GAGTC TIC TC TCT'C TC GAC G CCcC
L 1051 1061 1071 1081 1091 1101 1111 1121 1131
1154
577
0

BE: & I »n C TG TC T GT A CC TTG TAC T A C TG €C G 1G C TC RC G . TG C G T eT G TG T €T CG ¢
1151 1161
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