Genome Network Project_Full —Length cDNA clone

RIKEN Clone ID :

Gene Engineering Division
RIKEN BioResource Research Center

Vector : pPDONR221

M0O1CO030F24 Lot#: 8472 B3Ep
Gene ARSG

Accession ID of Origin] BC012375.1 2028 bp

cDS 1578 bp

@ Plasmid DNA purification

Date : 23.05.29

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

Date : 23.05.30

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

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 2%.05.30

DNA concentration (0.D.): (72 ng/ul
< Size of fragment expected from this clone >
DNA 0.6 ul
Enzyme (Hincll + EcoRV ) 0.5+ 0.5 ul Hincll 30,10 kb
Buffer H 1 ul EcoRV 40 kb
dH,0 7.4 ul Hincll + EcoRV 2.2kb (Vector) 1.0, 0.8 kb
Total 10 ul
Erectrophoresis : 1% agarose gel, 1x TAE Buffer DG @ 6 (M:Marker
G T @:uncut
Marker : 2-Log DNA Ladder (NEB#N3200L) ' —— @:Hincll
@):EcoRV

B)Hincll + EcoRV

® Adjust plasmid DNA solution to 25 ng/ul

Date : 23.04. 0b

@ Confirmation of the insertion sequence DNA (72 ng/ul) é)( Oyl
10x TE LT
Date:23.0.0 5 dH,0 d76.5 ul
. Total 5q . {) ul
Primer A M13
Primer B T7 long @ Shipping
Primer C =
! . http://dna.brc.rike MCOHG- . 25 ng/ Ul  Volume: 40 u 2
List of Sequencing .
. n.Jp/en/GNPclone
Primers
3en.html w
(236,08
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N Applied
S Biosystems 8472_MO01C030F24_B3Ep_M13(-40)_A01_01_ABI08 Inst Model/Name 3500/3500 Instrument

8472_M01C030F24_B3Ep_M13(-40) May 31,2023 10:18AM, JST
SIN G:68 A:108 T:75C:101  Primer A - M13 KB_3500_POP7_BDTv3.mob May 31,2023 10:49AM, JST
KB.bcp G N Pts 1548 to 12764 Pk1 Loc:1525 Spacing:11.38 Pts/Panel1350
KB1.4.1.8 Cap:1 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 8.0 HiSQV Bases: 860 Plate Name: 20230531_mix
C (G GCGT TITTTACGC TCEGEEGEC C AATAT GAT TTTATL T TTGACTGATAG TG ICETE T TCET TE EAAL TTGAT G AGCAATGETTT TT TATAAT GC C2 CTTTGTACA
1 10 19 A l 28 3l 46 55 6% 3 82 91 100 109
pa At Ll
1036
518 ‘
0 SO\ A0 OO YRMVY) WV WY ey WL |
f GCRAGGCTTCACCJATGGGCTGGCTTTTTCTA? GGTTTTGTTGGCGGGAGTGAG TTTC TCAG GATTTC T T TATCCTC TTGTCG AT TTT TG CATCAGTC CG2 g (
119 127 136 145 154 163 172 181 190 199 208 217

8C0[2375.1 (40~)

1036 Ueélm~ -
518
: ) , \ A

SAGGACAG GCCARRCTITGTGAT TATTTTGGCCGATG ACATGG GG TG GEG T SACC PBEGE AGC ] VACTG GGCAG! AC Z AGGACACTGCCAACCTTGATAAGATGGCTTCG
226 235 244 253 262 271 280 289 298 307 316 325 334
1036
518 ‘ l
O —
G'GGG'"I‘G-'GGTT‘TGTGG;-TTTCC.'TGC-’-.GCTGCCTCC.CCTGCTC‘-CCC’E‘CCCGGGCTTCCTTGCT‘C-'CCGGCCGGCTTGGCCTTCGC TGGAGTCACACGCAACTTTGCAY
343 3h2 361 370 379 388 397 406 415 424 433 442
1036
518 ‘ ‘
0 \
sTCAC TTCTG TGO GAGGCCTTCCGC TCAACGAGACCACC TTGGCAGRAGGTGC TG CAGCAGGC GGG T TACG TCACTGG GATAAT G GC TGGCATC TTGGACACCACGG CTH
451 460 469 478 487 496 505 514 523 532 541 550 559
1036
- V| \ J\/\/MW/\M\(\(WWW\AN
0 [\ _‘ . /\ \ . A\ \
sTTAT CACEECAAC T TCECGTGGT TTTGCGATTACTACTTTEG ATCCCAT ATAGE CATE ATATG  GEGET GTAQTGATALC TECARGZCTAR ACCACCCTCCTTGTCCAGCGTG!
568 ST 586 565 604 613 622 631 640 649 658 667
1036 =

S L T N e e e L T
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égg}'{'&gm & 8472_M01C030F24_B3Ep_T7long_H02_08_ABIO8 Inst Model/Name 3500/3500 Instrument
8472_MO01C030F24_B3Ep_T7long May 31,2023 02:42PM, JST
S/IN G:58 A:72 T:57 C:79 Pelmer 6 05 Jong KB_3500_POP7_BDTv3.mob May 31,2023 03:12PM, JST
KB.bcp Pts 1523 to 12710 Pk1 Loc:1500 Spacing:11.34 Pts/Panel1350
KB 1.4.1.8 Cap:8 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3 Version 6.0 HiSQV Bases: 860 Plate Name: 20230531_dnabank
T (G C CTG G TGC(CCC T T GATTTTATTTT GACT G ATAG ' TE CC"G'"I“CG'“TGC E TT GAT GC GC[‘”’TC"'TT TECE CTTTGTAE G A GCTC
1 10 55 T3 100 109
atth
1070
GG 'CITGCGGCTTG ACAGCGGC*! GGCJ;”TGGT G GGATTACAGCAGGG AGTTAECT G GGGTCCTGAGTGT T GT GCGC GGAGATGTTGTCGT TG GC ¢ lGTCTTGG (
Veg‘lot‘ 118 127 136 145 154 163 172 181 190 199 208 217
b5 L, S BCHIA375.1 (~ [b1%
535 ‘ ‘ ‘
0 ‘ . alalale
sGACGTCTGC CET PTEC TEACCT CEGECRGEACA GCCTGETACTEC ERCACTAC CTCT ITC TAG GG CEAD CCTTCT GEGGTATC G TCTTECAGE TG | "NTCAGAGG
226 235 244 253 262 271 280 289 298 307 316 325 334
| 1070
0 | - ——
ACTTATGCT GCAGCTCAGHEC CECGETECTE CCAT CACAC GCCRETEREL T AC CEBTAATETA & GG T e CGCTCCAGGCGGACAGTC TGCAGEBGETEC GTET BCA GY
343 352 361 370 379 388 397 406 415 424 433 442 451
1070
535 ‘ ‘
10 A . b
STGCCCCGE TGTTG GGG TG GARCAGCACEE TE TGCC CAGGETETGACCEGCC GAGCACCTCGGAGACGTCCACACCATC GCGCCGTCCTTGAGGT GCTGGCCTG
460 469 478 487 496 505 514 523 532 541 550 559
1070
GGCCAGGGCTACCACAGTTGG "'GTCC GC r"GC'I .- JGGL GIGCTGG GACATT CTGG CTCTGC CAG GC CAGT®2 GCCRAGCTGETEGE ACGEECE BTG
568 577 586 59"3—""—‘"“““\3‘?4"’””‘"“"" 1"V 622 631 640 649 658 667
7_.' 3
‘1070 )

2ttt O
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