Genome Network Project_Full —~Length cDNA clone Gene Engineering Division RIKEN BRC

RIKEN Clone ID : IRAKOO4E15 Lot#: 7893_A8Hm
Vector : pPCMV-SPORTG Gene PITX1
Accession No. | BC003685.1 1299 bp
cDS 945 bp
@® Plasmid DNA purification
Date: (508522 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: /£0823 Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: /50823

DNA concentration (O.D.): 227 ng/ul

< Size of fragment expected from this clone >

DNA 0% ul

Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 5.6 kb

Buffer H 1 ul Xhol 4.6,0.7, 03 kb

dH,0 7\ &l EcoRI + Xhol 4.3kb (Vector) 0.7, 0.3, 0.3 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer
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Marker : 2-Log DNA Ladder (NEB#N3200L)

EcoRL
¥hol
EcoRI+Xhol

(kb
30 —

Ao
Dud:

——
et
e
e
p
| encamees

@ Adjust plasmid DNA solution to 25 ng/ul

Date : /7 7 0}0

@ Confirmation of the insertion sequence DNA ( 222 ng/ul) (P {0 ul
10x TE 7£.1 _ul
Date : /£)§28 dH,0 453 ul
Total 7&3’/ 7& ul
Primer A Reverse2
Primer B M13 D’ Shipping
Primer C =
List of http://dna.brc.riken.jp Conc.:25 ng/ U, Volume:4Q (2
Sequencing /en/GNPclone3en.ht
Primers mi F.%—;—H-E,Lﬂ-&—#dume——ﬂ‘i
; _/:f.'-?;_‘.“-,:
‘ 189,04
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Blosystems IRAKOO4E15_A8HmM_Reverse2_FO1_16_ABI24 Inst Model/Name 3500/3500 Instrument
IRAKOO4E15_A8HmM_Reverse2 Aug 28,2018 09:59AM, JST
SN GG AT TABZCHEE  Pefimer A : Bavessay KB_3500_POP7_BDTv3.mob Gr S _ Aug 28,2018 10:29AM, JST
: erse? = ray line
KB.bcp Pts 1718 to 8669 Pk1 Loc: 1686 : indicates quality value  gpacing:10.55 Pts/Panel1350
KB 14.1.8 Cap:16 5 GCGGATAACAATTTCACACAGG 3 Version6.0 HiSQV Bases: 708 (QV) < 40. Plate Name: 20180828_GNP
} T GCAGGCT GGIACGGT CCEGARTTCUCGEG ATATC G CL AYECACGCETECEETE 665 ACT
1 11 21 31 41 51 Eﬁml 71ECOEI WE ECDFV SQ—Q.fl mall(n 1.3,
1028
514
0 = - N = - - L
TCGAGGCGGCCEAGACGGGAGTTGATTCTAGGCG AAAC G'i‘C TTTGAGGCCTGAGG TCGCAGCC GGGCGGCGCGGCGCGCCC GCCCCGGCCCCTGG AGCGCCCGCCGCH
-.lﬁl ” 131 141 151 161 171 181 1977 201 217 221
BCOO3S5T (1~ )
1028
M\AN\MM\A [\/\A/\/\[MMM/\A/\AA/\J\AMM ANW\M\NV\MM\A /\AAMMN\/\M
SGTCCCCACCTCCATGG ACGCCECTTC GEGEEERAT GAGCE TG CAGCGEC TG CCE G AGGEGETCCEGL CCCCECCECCECCACCECATG  ACATEGEGLCCE GCETTCEACE TGGE
231 241 261 271 281 291 301 497 S2 L 331
1028
N SRR AN AANSISA SR FNWAARE RS RAARNINAISEANARLALASARS SN AR LR REEA RS
CCEGECECEECER CCCCCGCG GCCGCTCGAG CTCCGCC GCG AGTCGTCTGACACG G GC'GCC G A6 . AGGAGCGLCGGLCGGGE GGGGCCCG GGACAGTGGT!
341 351 361 S5 381 391 401 411 421 441
1028
0
JCGGG GGCACGGGCTGCGGLCGGCGCAGACGACCC GCC G GC GCGGCGGC CGT‘ CGC CIIC C GCCAGCAGTTGC G GCT G GGCCACGTT1
ili 461 471 481 501 51t 521 531 541 551 5
1028
|0
CCAG AGG CC G CT CCCCG CATG AGCATGAGGGAGGAGATCGCCG TGTG GACCAACCTCACCGAGCCGCGCGTGCGGGTCTG G
61 571 581 591 601 611 621 631 641 651 661
1028
. e MO e e e anotelioe o
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gggylflr?t%ms IRAKOO4E15_A8HmM_M13_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument
IRAKOO4E15_A8HmM_M13 Aug 28,2018 09:59AM, JST
SIN G:332 A:253 T:219 C:488 . . KB 3500 POP7_BDTv3.mob i . coq : Aug 28,2018 10:29AM, JST
- ‘ — - - : tes lity wvalue
KB.bcp Primer B : M13 Pts 1717 to 8706 Pk1 Loc: 1685 Gray line indicates quality Spacing10.57 Pts/Panel1350
KB1.418 Cap:19 5 GTTTTCCCAGTCACGACGTTGTA 3 Version6.0 HiSQV Bases: 714 (QV) < 40. Plate Name: 20180828_GNP
o CAC T T TG TACAAG GCTGGGTACCCE TARGCTTG GGCCLC TCG AGG G/TACTCTAG B GCGGggggcc TTT
1 i 21 31 4lﬂtfﬂl 51 Hjﬁil Himd HAPO\I Xho T 1 /VOtIlOl
848
. ﬂm I h “““ ‘ l il m l“m“ I ‘ L ““m HWH
o UVVIVY) A n ) WA Ml
| TTTTT T TTITTPTTTITGYE BTTTT GG GGGC GAGTGGGGTCC GG CCCGG .GTGGG GTG GG ~*GGAGGGGGCTGCGC GGTG G GGTCC
113 134, 141 1571 171 181 191 201 211
BCOO%XS 1(~"194)
848

= oo

SCGECGEEGTGAGLTGEGEECTIGCE AGCCEGEEECCCGCGTGLGTCCTCCGEGECCEGCGCCCTTCCCCGEGCTCOGGRCCECCEGLCEGCETEE TECEGCGGEEELCGETCAGCTETTGY
231 241 251 261 271 281 291 301 311 321 331
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T e ubumhmumm,lulhmhumunmuuum

GACGCTGTAGGGCGAGGCGGGAGTGCCGTACGGGCAAGCGCCCGGCGACATGGCC GAGTTGAGCGAGGAGCCGGTGAGGTTGT TGATGTTGTTGAGGCCCGAGTTGGGCATG
451 461 471 481 491 501 5% 521 53T 541 551 561

CCAGGCACGGCGLCTGGGCCC
571 581 591 601 611 621 631 641 651 661 67
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