Genome Network Project_Full —Length ¢cDNA clone

RIKEN_Clone ID : IRALO59M02

Vector : pOTB7

@ Plasmid DNA purification

Date :22.05.30

Date : 22-0%.3 |

Gene Engineering Division RIKEN BRC

Lot#: 7566_B2Eu

Gene ANKRD25
Accession No. | BC082762.1 3861 bp
CcDS 2556 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 72205 .31
DNA concentration (0.D.): 283
DNA 0. ul
Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.6 ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

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

@ Confirmation of the insertion sequence

< Size of fragment expected from this clone >

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

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

BamHI 5.6 kb
Bglll 5.6 kb
BamHI + Bglll 1.6kb (Vector) 4.0 kb
{D):Marker
OECRORORO) @:uncut
@):BamHI
@:Bgll

@ Adjust plasmid DNA solution to 25 ng/ul

Date : 22, 04, 07

DNA ( 283

7.0

(B):BamHI + Bglll

Date : 22, (06,03
Primer A pOTB7_F
Primer B pOTB7.R
Primer C -
List of http://dna.brc.riken,jp
Sequencing /en/GNPclone3en.ht
Primers ml

ng/ul) ul
10x TE 7041 ul
dH,0 §45, 3 ul
Total /0 ?/ 5‘ ul
@ Shipping.

dConc. .25 ng/ 1@,  Volume: 4Q 2

H!‘HM

APPROVED BY :
http://dna.brc.rike. |Jp /;ndux.htllrl




pplied

BI osystems 7566_IRALO59M02_B2Eu_pOTB7_F_C10_07_ABI24 Inst Model/Name 3500/3500 Instrument
7566_IRALO59M02_B2Eu_pOTB7_F May 31,2022 03:06PM, JST
SIN G:179 A:229 T:86 C:27  Primer A: pOTRT-F KB_3500_POP7_BDTv3.mob Gray line indicates quality value M3V 31,202203:221PM, JST
KB.bcp ~ ‘ ) . Pts 1663 to 8667 Pk1 Loc:1631 OV Spacing:10.4 Pts/Panel1350
KB14.18 Cap7 5 AACGCGGCTACAATTAATACATAACC 3 Version 6.0 HiSQV Bases: 682 QV) < 40. Plate Name: 20220531 mix
TA'GAACT CGAAG GiT CCACAAGTTT GTACAZ GCAGGCT TG T CGICGGCCLGFAACTATAACGGTCCTARGGTAGCG |
L 11 21 31 41 51044 61 71 81 91 101 11
B K1 attB1 MI3 fwd
1236
. Rl ) |
0 LAY VAT \
GGCCTGGGTGGCGAATTCIGGCACG AGG|GC GGG ACCCAGGG AAGGCAGCG GCCGGAGCGCGCAAGGTGT TG GACAGAGC AAGCGAAGACAGAG ACGTGG GACAGEE AG
121 FcoR1 131 141 151 161 171 181 191 201 211 221
1236 1 — BCo§2762. 1L (1~ )
Vectory

oot sl oot ol

GAGACAC GG G GAGACGCAG GGACAGAGACGTGGAGAGAGACGCAG AGAGACAG AGACGTGG AG AGACACAG AGAGACGTGG AGAGACACAG AG AG ACTTG GAGAGAGAC

231 241 251 261 271 281 291 301 311 321 331
12356
- U\/\/\/\/\/\A/\/\A/\/\N\/\/\A/\/\A[\MN\MA/\MMWWMWMMMWMMMMM%WWWM
LGACAGGACGGG AG : GCTCAGGT GCCTCAGCCGGIGC TGCAGGCAGTC TGACTCGCAGBTCCO TC G TERARCTTEC GGAGCATCTGTAG
141 351 361 i i 381 391 401 4171 421 431 441 451
1236

ot b ha i )

T'GCGELCAGGTEE TEECACE TGCETGCTECCTTCCEAGE R ACCECEIGGCCCABCC TCCOCACE T GE CT TCCETEBRC GGACCECCGATCCACCCTACTCLCGTGGAGACCCCETA
461 471 481 491 501 511 521 531 541 351 561

1236

- WWMMMWWWWWWMMMM

TGGCTACCGCCTG G
571 581 591 601 611 621 631 641 651 661 671

1236
618
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pplied

B| osystems 7566_IRALO59MO02_B2Eu_pOTB7_R_D10_10_ABI24 Inst Model/Name 3500/3500 Instrument
7566_IRALO59M02_B2Eu_pOTB7_R May 31,2022 03:06PM, JST
S/NG:113 A:128 T:84 C:150  Primer B: pOTBT-R KB_3500_POP7_BDTV3.mob  Gyay line indicates quality value May 31,2022 03:21PM, JST
KB.bcp 5 GTACTGCAGCCGATTCATTAATGC 3 Pts 1665 to 8706 Pk1 Loc:1633 T Spacing:10.58 Pts/Panel1350
KB1.4.18 Cap:10 & ‘ Version 6.0 HiSQV Bases: 666 (QV) < 40. Plate Name: 20220531 mix
G ATCTACEAC T TT6T AC G GCTGGGTC GG CAGC TATGACCATGTGCCATTTCATTACCTC
i 11 21 31 41 51 BCH 111
BRI nttBz M rev “Seed
774
0

TTTCTCCGCACCCGACATAGATGCCTCG AG|ITTTTTTTTTTTTTTTTTTTC TTG AGAC GGG TCTCGCTGTGTCGCCCAGGCTG GTGC TGGTGTGAT CATAGCTCACTG
121 131 Xho E.‘]l 151 161 171 181 191 201 271 221

> BC0827b2. 2 (~38¢1)
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