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

RIKEN Clone_ID : IRALOO5FO01 Lot#: 7566_A9Kp
Vector : pOTB7 Gene GNB3
Accession No. BC002454.2 1715 bp
cDS 1023 bp
@ Plasmid DNA purification ‘
Date : (1127 Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date : | gt 28 Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: (9 112%

DNA concentration (0.D.): 222  ng/ul
< Size of fragment expected from this clone >

DNA 0.5 ul
Enzyme (BamHI + Bglll ) 0.5 + 0.5 ul BamHI 3.5 kb
Buffer H 1 ul Bglll 3.5 kb
dH,0 £l+% ul BamHI + Bglll 1.6kb (Vector) 1.9 kb
Total 10 ul
Erectrophoresis : 1% agarose gel, 1x TAE Buffer DDB @ 6 %frna:::r
Marker : 2-Log DNA Ladder (NEB#N3200L) @gBamH]
@:Bglll

®:BamHI + Bglll

P ]

@ Adjust plasmid DNA solution to 25 ng/ul

Date l ? 1202

@ Confirmation of the insertion sequence DNA (222 -ng/ul) 72~0 ul
10x TE £3.9 ul
Date : [ [|29 dH,0 $07.% ul
' Total §39.3 ul
Primer A pOTB7_F
Primer B pOTB7_R @ Shipping

Primer C poly(A) region primer #0 T
List of http://dna.bre.riken.jp |!i Conc. : 29 ng/ U 2, Volume : 4Q_u ']

Sequencing /en/GNPclone3en.ht

Primers m MW

APPROVED BY :
http://dna.brec.rikerr




Applied 7566_IRALO05F01_A9Kp_2_pOTB7_F_CO01_03_ABI08 Inst Model/Name 3500/3500 Instrument

e Rlosyssams 7566_IRALO05F01_A9Kp_2_pOTB7_F Nov 29,2019 01:47PM, JST
SIN G:242 A:256 T:173 C:33  Primer A: pOTB7-F KB_3500_POP7_BDTv3.mob  Gray line indicates quality value Nov 29,2019 02:02PM, JST
KB.bcp 5 AACGCGGCTACAATTAATAC A" N Pts 1760 to 8704 Pk1 Loc:1728 Spacing:10.55 Pts/Panel1350
KB1418 Cap3 ’ ACHATTAATADATARCCS Version 6.0 HiSQV Bases: 688 (@Y < 40. Plate Name: 20191129_Mix

T CTATAG CT G GGATCCAC! GTTTGTAC GCAGGCTTGT CGACGGCCAGTAACTAT CGGTCET GGTAGCG A¢
1 11 21 31 41 5 61 71 1 4 91 101 111
BamHJ nttBl Mi3 fwd

1200

Jl\ | l ‘ i il )

0 00 W VAN AN A WA AN P A AN A A A WA

S;GCCTGGGTGGCG TTC|GGCACG AGGTGG GCAGGTG ACGGGCGGGCGCGGGCGTCGCAGCTG AGGGAGT AAGGAGGCTCCCAGG CCGGAGCTGGAAACCCGGCCGAGGTCY
121 E’CORI L3l 141 151 161 71 181 191 201 211 221
BC002654-2 (1~ )
1200

- hhhhhnhx“ mmmlmnmluhmmmumm,xnl hlmu“thxmhnnhmummm i

JAGCCAGAGCCCAAGAGCCAGAGTGACCCCTCGACCTGTCAGCCATGGGEGGAGATGGAGCAACTGCGTCAGGAAGCGGAGCAGCTCAAGAAGCAGATTGCAGATGCCAGG AAAGCC
231 241 251 261 271 281 291 301 311 a2 331

1200

b mlnluthﬂth“ﬂ“lhhl“nmhlhlHhmmmmhun“hln‘dhﬂlhdhnjlLhAJmuu_hlm

TGTGCTGACGTTACTCTGGCAGAGCTGGTGTCTGGCCTAGAGGTGGTGGGACGAGTCCAGATGCGGACGCGGCGG ACGTTAARGGGGACACCTGGCCARGATTTACGCCATG CAC
il 351 361 371 381 391 401 411 421 431 451

1200

| i, hhlnhdum‘hmdnhuuhmmhdmxlumhmmmlm

TGGGCCACTGAT TCTAAGCTGCTGGT GTEGCCTCGCAAGATGE GGAAGCTGATCGTGEGTG GGACAGCTACACCAC CAACAAGGTGCACGCCATCCCACTGCGCTCCTCLCTGG
461 481 491 511, 521 541 551 561

1200

. WMMWWWMWWMW@MWMMMMWWWMW

GTCATGACCTGTGC CTAT GCCCCATCAGGG CTTTGT GGCATGTGGGGGGCTGGACAACATGTGTT CCA
BTl 581 591 601 611 621 631

1200

20 o e e 0 et M ety
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Applied

e\ T Biosystems 7566_IRALO05F01_A9Kp_2_pOTB7_R_D01_04_ABIO08 Inst Model/Name 3500/3500 Instrument
- 7566_IRALO05F01_A9Kp_2 pOTB7_R Nov 29,2019 01:47PM, JST
S/N G:60 A:61 T:91 C:79 Primer B: pOTB7-R KB_3500_POP7_BDTV3.‘mOb Gray line indicates quality value qu 2.9'2019 02:02PM, JST
KB.bcp 5 GTACTGCAGCCGATTCATTAATGE 3 Pts .1731 to 8794 Pk1 Loc:1699 V) Spacing:10.81 PtsiPaneI13§0
KB1.418 Cap4 Version 6.0 HiSQV Bases: 187 QV) < 40. Plate Name: 20191129_Mix
| , CTACCACT T TG TACAAG \GCTGGGTCAGGARACAGCTATGACCATGTGCCATT TCATTACCTC
1 10 19 28 37 46 5 64 73 2 Vo1 100 109
nttBZ M3 ey P1-Sce I
1142
) VA
0 A\
/ e TECEECACCES G ACATAG AT GECT €6 PEIT T T TT ITT T T E T T T T T2 T T T PT TT ETT T T T'E T
118 127 136 yhaL| 145 154 163 172 181 190 199 208 217 2
Vegtor- —
1142
o Ot
o LVIVUTYVU U VA SNV G T AMAAAMMAMAMAAARARARARARAAAAAAAAMAAN
26 7 235 244 253 262 o0 280 289 298 307 316 325 334
1142
5.
0
343 352 361 370 379 388 397 406 415 424 433 442
1142
571
0
451 460 469 478 487 496 505 514 523 532
1142
571
0
541 550 559 568 577 586 595 504
1142
571
0
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Applied

- A ) Bi osystems 7566_IRALO05F01_A9Kp_2 GNP Mixture_E01_05_ABIO8 Inst Model/Name 3500/3500 Instrumen t
7566_IRALO05F01_A9Kp_2_GNP Mixture Nov 29,2019 01:47PM, JST
SING:16 A4 T10C16  pyrimer C : Po ly(A) region primer #0 KB_3500_POP7_BDTv3.mob Gray line indicates quality value qu 2.9’2019 92:02FM. IST
KB.bcp Pts 1733 to 8704 Pk1 Loc:1701 ( Spacing:10.56 Pts/Panel1350
KB1.418 Cap 5 TTTTTTTTTTTTTTTTTTTTNNN 3 Version 6.0 HiSQV Bases: 627 QV) < 40, Plate Name: 20191129_Mix
, G GG AGAAA GCAT G AAT AA GAAGAG GGCCAGG ACCCTAGTGGT GCCAGAGCCATAG T CACAG GG CCAAACE CC
1 11 21 31 41 51 61 71
BC002¢5%2 (~/578)
898 .
Jhﬂ L“ HH
: ,du Lol A L AN AV
CTATACC ccch

898

mmummmhlmuMmlﬂhﬂhﬂmm “Allhmlﬂ»‘llhnmhl“hhhuuhﬂ“llh“huhlh
“9lﬂhﬂdhuhhhhﬂuh“uhhnhh“duuhﬂuhMUNnuuﬂhnnﬂuunﬂhhﬂuuuuuhuuuu

898

- ﬂmmulhnuuulmmumdmuu um mem m nmmmmmmmn,mxm.ul

898

- Ll.n_mulﬂuumnumm.JMAuhgmmmhmhm ,ﬁmm Wl t.uum.u.mw
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