Genome Network Project_Full —Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN_Clone_ID : IRAKO27E0Q7
Vector : pPCMV-SPORTS

@ Plasmid DNA purification
Date: 70130

Date: (10 (3]

Lot#: 7893_A7Au

Gene BMP4
Accession No. | BC020546.2 1573 bp
cDS 1227 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Purification : QIAGEN Miniprep kit —> dH,0 100 ul

Culture : LB (100 ug/ml Ampicillin) 5 ml => at 37 deg G over night

Date: (7C(3]

DNA concentration (0.D.): L7h ng/ul
< Size of fragment expected from this clone >

DNA 0:5 ul
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 5.9 kb
Buffer H 1ul Xhol 5.9 kb
dH,0 75 EcoRI + Xhol 4.3kb (Vector) 1.6 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence

Date : |7(203
Primer A Reverse?2
Primer B M13
Primer C -
List of http://dna.brc.riken jp
Sequencing /en/GNPclone3en.ht
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : (70203
DNA (|75  ng/ul) 85.0 ul
10x TE 59.9 ul
dH,0 450.5 ul
Total gqgo ul
@® Shipping

dconc. 25 ng/ U2,  Volume: 40 (@
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Applied IRAK027E07_A7Au_Reverse2_A10_01_ABIO8 Inst Model/Name 3500/3500 Instrument

? Biosystems IRAK027E07_A7Au_Reverse2 Feb 02,2017 09:29AM, JST
S/N G:67 A:85T:66 C:103 Primer A Reverse2 KB_3500_POP7_BDTv3.mob Feb 02,2017 09:55AM, JST
KB.bcp , < 3 Pts 1482 to 13870 Pk1 Loc:1459 Spacing:12.81 Pts/Panel1350

KB14.18 Cap1 5 GCGGATAACAATTTCACACAGG 3 Version 6.0 HiSQV Bases: 1002 Plate Name: 20170202_GNP
G CGC C TTGCG (CTATTTAG GT GICACTATAG (1 GTTT GTACAZ GCAGGCTGGTECCGGTCCGG ”TQCCGGG TATCGTCGACICCACGCGTCCGCGG ACGCY(Q
i 10 19 28 37 55 ‘ T3 91 100 109

a-t‘tBj_ kp-n EeoR] Spal T2 EeoRT 9lSall

1240
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STGGGITCG/CCCACGCGTCCGGGLCAG GG -GG AGGGAGGG “GGG GGAGCGC GGAGCCCGGCCCGGE ARGCTAGGAGCCATTCCGTAGTGCCATCCCGAGDC CGCACTGETG
1149 127 136 145 154 163 172 181 190 199 208 L7 22¢

o —> BC020546.2(1~)

o ot S “ I mm Wl s
VW VAV A VAV ANV ANV A A WA VAT
CAGCTTECCCTGAGCCTTTCCAGBLC GTTT GTTC GATTGGCTGTC TCATGGACTGT TATT TGECTTGT ' TTTET GTEC GACACCATGATTCCTGGT CC G T
§ 235 244 253 262 2L 280 289 298 307 316 325 334

1240

620 ‘ ‘ ‘

0 A A
GCTGATGGTCGTTTIATTATGCC GTCCTGC TAGGAGGCGCG AGCCATGC TAGTTTGATACCTG AGACG GGG AAG LAAAAGTCGCCG AGATTCAGGGCCACGCGGGAGE

343 352 361 370 379 388 397 406 415 424 433 442 45!

1240

620

0 ;

CGCCGC TCAGGGCAGAGCCATGAGCTCCTGCGGGACTTCGAGGCGACACTTCTGCAGATGTTTGEGEGE TGCGCCGECCGCCCGCAGCLCTAGC GCAGTGCCGTCATTCCGGACT
L 460 469 478 487 496 508 514 523 532 541 550 559

- ol ottt

CATGCGGGATCTTTACCGGCT TCAGTCTGGGEAGGAGGAGG CGAGCAGATCCACAGCACTGGTCTTGAGTATCCT GAGUGCCCGGCCAGLCCGGGLT CACCGTGAGGAGC
568 577 586 595 604 613 622 631 640 649 658 667 676
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Blgggl/lset%ms IRAKO27E07_ATAu_Reverse2_A10_01_ABIO8 Inst Model/Name 3500/3500 Instrument
IRAKO27EQ7_A7Au_Reverse2 Feb 02,2017 09:29AM, JST
S/N G:67 A:85 T:66 C:103 KB_3500_POP7_BDTv3.mob Feb 02,2017 09:55AM, JST
KB.bcp Pts 1482 to 13870 Pk1 Loc:1459 Spacing:12.81 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1002 Plate Name: 20170202_GNP
TTCCACCACG ARG AACATC TG GAG AACATCCCAGGEACEAGTS CTETGCT TT TCGTTTCOTOT T TAACOT CAG CAGCATCC CTGAG AAC GAGGECGAT CTCE TET GC AG
685 694 703 712 721 730 739 748 757 766 715 784
1240
. MMWMMMWWHM%MMMM@
GCTTCGGCTCTICCGGE AGCAG CTEGACCAGGGC CCTGAT TGGG GGG EGCTTECCACCGTAT CATTTATGAG GTT GCCCCCAGCAGAAGTGGTGECT
793 802 811 820 829 838 847 856 865 874 883 892
1240
620 ‘ ‘
o 000000 oo N0 o) X X 00000 X0 000 g 0000 otk DX
CECCACC TCATCACACSACTACTEGACACGAG ACTG GTCCACCACRATGTEACACGEE TEGG AAACTTTT GATGTG AGCLCE TGE GG TCC TTEGC'T GG A CCC
501 910 919 928 937 946 955 964 973 982 991

G G G GCAG CC cT TGGGLCTAG CC 1T G CETGEGACTCACCT TEC TCAG CTEC G A CECACE GGG e G C TG TC GG T
1000 1009 1018 1027 1036 1045 1054 1063 1072
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pplied

B‘ osystems IRAKO27E07_A7Au_M13(-40)_A11_01_ABIOS Inst Model/Name 3500/3500 Instrument
IRAK027E07_A7Au_M13(-40) Feb 03,2017 09:18AM, JST
SIN G203 A:162 T:117 C:138 pui o B : M13 KB_3500_POP7_BDTv3.mob Feb 03,2017 09:57AM, JST
KB.bcp i Pts 1496 to 13761 Pk1 Loc:1473 Spacing:12.72 Pts/Panel1350
KB1.4.1.8 Cap:1 5 GTTTTCCCAGTCACGACGTTGTA 3" version 6.0 HiSQV Bases: 943 Plate Name: 20170203_GNP
(CCEG CAG 'G € 1:G C TTIT TAC GACTCAC TATAGGGFCCACT T TG TAaC G GCTGGGT CGCGT GCTTGGGCCCCTCGAGGG TACTCTAGAGCGGCCGCICCITTTTI
i 10 1:9) 28 37 46 a_ttBlSS 64M£U«I_ Hl‘ﬂa}m APQI BZXhOI- 91 )(bal 100 ”otl l 9
1044 Vactory  ¢—
5 3&
st il S il o e T GTCCAGCTAT GCLGTCTGTGTAGTGTGTGGGTGAGTGGAT GGG CGTGTGTGTGTGGTGTATGTGGTGTGTGTGTGTG GTGT GT AT
145 154 163 172 181 190 199 208 2070 22

118 127
BCOXN5%-2 (~ 1573)
1044
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GGGEGGCAGTCCCCATGGCAGTAG GGCCTGGTAGCCTGGTGGGGCCAC TCCAGTCATTICCAGCCCACATCGCTG GTCCACATAGAGCGAGTGEGCGCCGGCAGTTCT

L 460 469 478 487 496 505 514 523 532 541 550 559
| 1044
. WMMMMMMMMMWMW
TATTCTTCT TCCTGGCCCGC TG TCGAGTGATGECT TAGCGEBC TACGECETTG GECCTCCECGGEGTEGGGTE CGCATEGELCERECGGC CATCATERECR GGTG ACCAGGAG GGGLCC
568 ST 586 595 604 613 622 631 640 649 658 667 6
1044
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Blgw&%ms IRAKO27E07_A7Au_M13(-40)_A11_01_ABIOS Inst Model/Name 3500/3500 Instrument
IRAKO27E07_AT7Au_M13(-40) Feb 03,2017 09:18AM, JST

S/N G:203 A:162 T:117 C:138 KB_3500_POP7_BDTv3.mob Feb 03,2017 09:57AM, JST
KB.bcp Pts 1496 to 13761 Pk1 Loc:1473 Spacing:12.72 Pts/Panel1350
KB 1.4.1.8 Capi Version 6.0 HiSQV Bases: 943 Plate Name: 20170203_GNP
CGAGCTEBGGCCCAATTCCCACTCEC TTEAG BTAACGATCS GCTAATCCTG ACATEC TECCCCTE GTEEG TCCEAGTCT GATEGAGGTGAGTCACC TCAATGGCTAG CLC

76 685 694 703 712 224 730 739 748 757 766 775 784

TAGTTTGGCTGCTT CTCCCGGG TCCAGCGE ARGGACCGCAGGGC TCACATC GTTTCCCACCG TG TCACATTGTGGTGG ACCAGTCTCGTGTCCAGT AG TCG
793 802 811 820 829 838 847 856 865 874 883
1044
522 C ’
TGTGATGAGGTGCCC CTTCT GCTGEGEGEEGL TTCATAA COTC TG TTTATAC GGTGG G: GRS TI7T e GG CCC T GG T
892 901 910 919 928 937 946 955 964 973 982
1044
522
0
c C TGCTCCC GG ARGAGCC G AL GC TCTGCAG & AGATEG € TCG T € IC GG TG C TG C TG G T G G c
991 1000 1009 1018 1027 1036 1045 1054

1044
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