Genome Network Project_Full ~Length cDNA clone

RIKEN Clone_ID : IRALO02NGOS

Vector : pOTB7

@ Plasmid DNA purification

Date : 22.U1. 1Y

Date : 22-(1-19

Gene Engineering Division RIKEN BRC

Lot#: 7566_B2K9

Gene

Accession No.

RNF5
BC004155.2 1053 bp
CcDS 543 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Culture : LB (25 ug/ml Chloramphenicol) 5 ml -> at 37 deg C over night

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

< Size of fragment expected from this clone >

BamHI 2.5, 0.4 kb

Date : 22-1!.1lb
DNA concentration (0.D.):  Z 47 ng/ul
DNA 0.4 ul
Enzyme (BamHI + Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7-b
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)

(kb)
10.0
8.0
4.0
3.0

@ Confirmation of the insertion sequence

Date : 22. | |. 2|
Primer A pOTB7_F
Primer B pOTB7 R
Primer C poly(A) region primer #0
List of http://dna.brec.riken jp
Sequencing /en/GNPclone3en.ht
Primers ml

Bglll 2.9 kb
BamHI + Bglll 1.6kb (Vector) 0.9, 0.4 kb
M:Marker
ORRRORORS) @):uncut
@):BamHI
@):Bglll

(k)
3,0~

TG
057

(5):BamHI + Bglll

@ Adjust plasmid DNA solution to 25 ng/ul

Date :,22 } ]\)—«2—‘

DNA ( 247 ng/ul) F2.0 ul
10x TE Y10 ul
dH,0 617.4 ul
Total 3/0\1 ul
@ Shipping

!l Conc. : 29 ng/ 12 Volume: 4Q @
B e L e T

221122

APPROVED BY :

http://dna.brc.rikea r._]lp Andexhtmi



AQT ‘B\iggglflset%ms 7566_IRALO02NO5_B2K9_pOTB7_F_C02_08_ABI24 Inst Model/Name 3500/3500 Instrument
’ 7566_IRALO02NO5_B2K9_pOTB7_F Nov 17,2022 09:53AM, JST
SIN G:797 A:1018 T:590 C110' pyimer A: pOTBT-F €B8_3500 POP? BOTVAMOD iy [ins indipabes quality valus Nov 17,2022 10:14AM, JST
KB.bcp = Pts 1620 to 12413 Pk1 Loc:1603 Spacing:13.69 Pts/Panel1350
KB1418 Caps 5 AACGCGGCTACAATTAATACATAACC 3 Version 6.0 HiSQV Bases: 809  (QV) < 40. Plate Name: 20221117_GNP
TATAG CT CiG GG:/TCCAC GTTT GTAC GCAGGC TT GT?? CGACGGCCAGT LCTAT CGGTCCT GGTAI
1 11 21 31 41 51 , 61 71 . 1 Voo 101 11
BamHL AttB 1 M13 fd
11026
513 ‘
o AN [\ | A
aCGiGGCC GGGTGGCG TTCIG GCACGAGGIGGCCATGGCAGCAGCGGAGGAGGAGGACGGGGGCLCCCG GGGCC TCGCGAGCGGGGCGGGGCGGGCGC GACCTTCG
L2 147 151 161 15, 191 201 2211 221
BC 004155 2.

3 mMMMMWMMMWWWMMMWWMMWMMWWWMMMMMW

TGT TATATGTTTGGAGACTGC TCGGG GCTGTGGTCAGTGTGTGTGGCCACCTGTACTG TTGGCCATGTCTTCATCAGTGGCT GG AGACACGGCCAG CGGC GAGTGTC

o
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pplied

BI osystems 7566_IRALO02NO5_B2K9_pOTB7_R_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument
7566_IRALO02NO5_B2K9_pOTB7_R Nov 17,2022 09:53AM, JST
SIN G:366 A:655 T:357 C:i495  Primer B: pOTBT-R KB_3500_POP7_BDTv3.mob e g : Nov 17,2022 10:14AM, JST
= : t. uality value

KB.bcp - ) Pts 1614 to 12399 Pk1 Loc:1597 Gray line indieates q Y Spacing:13.7 Pts/Panel1350
KB 1.4.1.8 Cap:11 5 GTACTGCAGCCGATTCATTAATGC 3 Version 6.0 HiSQV Bases: 498 (QV) < 40. Plate Name: 20221117_GNP
CTATAG GG AGICCGGCAG ATCTACCAC TT TGTACAAG AAACC TGGGTCAGG AARCAGCTATG ACCATGTGCCATTTCAT Thl
1 11 71 31 41 51 71 91 V¥ 10 11

a2 M3 rev PL-Sce ]

s My mm.mmmu Wl

E TETTTETEC GERALE CEENCATAG ATGCCTEE AGIT PET P T ETR T ETITIT T I TT T T TR T T T T DT T R T T
121 ]xh]ol 151 161 173 181 1.92 201 211 221

O

231 241 251 261 271 281 291 301 31T 32F 331

916
458 '

341 35% 361 31 381 391 401 411 421 431 441 4

916
458

151 461 471 481 491 501 ailrl 521 531 541 551 561

916
458

871 581 391 601 611 621 631 641 651 661 671

916
458

0 : .
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1GY gig?;/la%ms 7566_IRALO02NO5_B2K9_GNPmixture_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument
' 7566_IRALOO2NO5_B2K9_GNPmixture Nov 17,2022 09:53AM, JST
SIN G:78 A109 T:58 C:97  Primer C : Poly(A) region primer #0 KB_3500_POP7_BDTv3mob (30 Jine indicates quality value  NOV 17:2022 10:14AM, JST
KB.bcp — Pts 1623 to 12369 Pk1 Loc:1606 Spacing:13.66 Pts/Panel1350
KB14.18 Cap:14 FTTIRETITTTITTETTEITTNNN & Version 6.0 HiSQV Bases: 808  (QV) < 40. Plate Name: 20221117_GNP
3 GTG GGGGGCGG AAGCIC KT G AGTCAG TCCATATTAGACTCTGGGGAGTGA®R gLy T TCAGT GATG
1 i 21 31 41 51 61 71 81 91 101 111
BLo04155.2 ( ~973)
926
463 ‘
0 “ AR A AAAManaAnWA
GGG GTGGG GG GAGTCAG AG GG CTTTGEGCEECACCTTTG GATCAAATCI G TCA GGG LGC GACTTAGGAGAGGAG AGACATTCTCTCAARATCC TCCTCE
121 131 141 151 161 E7L 181 191 201 211 221
926
463
o AMAMMAMAAMA s lAAAAAAAAAANAAAAAAAARAMANAAAR AR AA AN AR ANAAAAA AN MAN A AN AR AN AN AR AAAR AR ARAAA
TTCCCCAGGGCAG AG BT AC CGTTACTGAGTG AGCCTCTGAGCAG GGC TETCCCATC TATGCACAGACTTCACT CCTCCTCCCCAGGCETTCCT GGACAATG TEEAL
231 241 253 261 29% 281 291. 301 311 321 331 3
926
463
0 [\L\[\[\/\/\m/\ﬁm/\n/\/\/\/\f\f\/\/\/\MAN\AL\/\/\/\AA/\[\N\AN\/\/\MAAMMANMMAAMAMWAMAAMAAMMMAMMAMMAMAWAMMW
5GGCTGGCCTTAGCC CAGAAATAGAGGGGTC GGGGGTCCAGGAGTACGGAAGGGTCAGCAGGG #/CCCTC TACTGATTCTTCTCTGGCTGGAGGTGGGCAGG GCAG
341 351 361 371 381 391 401 411 421 431 441 451
926
463
0 m[\AAM\AMMAAMAMAAAMAAAAN\MMAAAAAMMAAA[\AAMAAMA[\MMAAAA[\A/V\N\AN\AN\AAAMMAANV\MMN\MA[\&MMAAN\AMAA
CATAGCTCAAATACTGAGCAGCC? G G GAT GGCGAG CAGGAAGAGGEARTCCTGCCAGCTGGAGGU TGGGTGACCCTGTCCCAGATC CACACCTGTACLC
461 471 481 491 501 511 521 531 541 551 561
926
463
0 MAMWAMMMWMMMWMMWMMMMMMMW
SCGGCGG GGCTCATGGGCATTG GACGGTGGTG GCACC caccg i ; GTGGAAGCCCCCGGTAT CACC TGGCTGG TECQ
521 581 531 601 Gll 621 631 641 651 661 671
926
| 463
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