Genome Network Project_Full —Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN Clone_ID : IRAL030C04
Vector : pOTB7

@ Plasmid DNA purification

Date: |707(3

Date: {7072

Lot#: 7566_A7Ge

Gene RASEF
Accession No. | BC023566.1 2770 bp
cDS 2223 bp

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

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

@ Digestion by restriction enzyme/Concentrarion calibration

ng/ul

Date: |70721
DNA concentration (O.D.): 204
DNA 0w Yl
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)

< Size of fragment expected from this clone >

BamHI 4.0, 06 kb
Bglll 27,15, 0.4 kb
BamHI + Bglll 1.6kb (Vector) 1,5, 0.6, 0.5, 0.4 kb
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@ Adjust plasmid DNA solution to 25 ng/ul
Date : /70725

@ Confirmation of the insertion sequence DNA (_20%  ng/ul) J2o
10x TE (6.9 ul
Date : | 7(725 dH,0 ~ 520-2
Total “7 1 ul
Primer A pOTB7_F
Primer B pOTB7R @® Shipping
Primer C &
List of http://dna.brc.rikenjp éConc. 25 ng/ 1@, Volume : 40 u @
Sequencing /en/GNPclone3en.ht
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:\‘ Blgsyset%ms IRALO30C04_A7Ge_pOTB7_F_BO07_04_ABI24 Inst Model/Name 3500/3500 Instrument

IRALO30C04_A7Ge_pOTB7_F Jul 25,2017 02:33PM, JST
S/N G:378 A:259 T:233 C:588 Primer At pOTB7-I KB_3500_POP7_BDTv3.mob Gray line indicates quality value Jul 25,2017 02:47PM, JST
KB.bcp - . . ) N Pts 1742 to 8706 Pk1 Loc:1710 Spacing:10.6 Pts/Panel1350
KB1418 Cap4 e e Version 6.0 HiSQV Bases: 720 (QV) < 40. Plate Name: 20170725_GNP
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GGCCTGGGTGGCG TTCIGGCACGAGG|ICTCCTTGGCGGTGCCTGG AGCCC GGG CGCRCCCCACCGCTCCCGGGACCTGTTGGGGGCTGGCLCCCG CCGTCGTCGARAGGGAGQC
I 121 ECORI 131 141 151 161 i 181 191 201 211 227
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CGCTCGGCCACCCCCGACGTTECTCGCLCCCGCCCEGACGTTCCCTCAAGTGGCCGARACCAGCCGEGG ACGAGLCY CTCGCCGGGCCTCCCGGCGGCAGCAGGTGGCCCCGTCCTTY
231 241 251 261 271 281 291 anl 311 321 331
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ICAGGG AGGGCCCTGCGCCCCGCGGCGCTCCGEAGCCCTCTCGGCCGCCCCCGCCAGGCGGGATGGAGGCGGATGGGGE AC GG AGAGGAGC TGGCCCGGCTGCGCTCAGTETTC
341 351 361 F1 381 38T 401 411 421 431 441 45
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SCCGCCTGCGACGCG .CCGCTCGGGGCGCCTGGAGCGCGAGGAGTTCCGGGCACTGTGCACGG AGCTGCGGGTGCGGCCGGLC CGACGCCGAGGCAGTATTCCAGCGGCTG
1§ 461 471 481 491 501 511 521 531 541 551 561
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GACGCCGACCGTGACGGCGCCATCACCTTCCAGGAGTTCGCGCGTGGC T :
571 581 591 601 611 621 631 641 651 661
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{ pplied
‘ \ Blosystems IRALO30C04_A7Ge_pQOTB7_R_C07_07_ABI24 Inst Model/Name 3500/3500 Instrument

IRALO30C04_A7Ge_pOTB7_R Jul 25,2017 02:33PM, JST
SIN G:222 A:287 T:265 C:312 Primer B: pOTBT-R KB_3500_POP7_BDTv3.mob  (yay line indicates quality value Jul 25,2017 02:47PM, JST
KB.bcp Pts 1728 to 8706 Pk1 Loc:1696 Spacing:10.56 Pts/Panel1350
KB1.4.1.8 Cap:7 5 GTACTGCAGCOGATTCATTAATGC 3 Version 6.0 HiSQV Bases: 700 (QV) < 40. Plate Name: 20170725_GNP
1 AG ATCTACCACTTTG TACAAG LG OCT 66 GTCAGGARRACAGCETATSG ACCATG TG CCAT T TEATTACCT
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121 131 X]ng.l 15‘;3566 1 ( :J612'770) 171 181 191 201 211 221
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CATCTEGTGEGTGACTTTTTGGAAT TG GTCCCGGTTAGAT TGGTAATGGATCTGC TGTCATCCT TGTCAGT TCTCTT TTTCACTTETC GAGCAAGGTGCAGAACAGCCTCCACT
461 471 481 491 501 511 521 531 541 551 561
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ATGTTAGAACCATCTTTGGCACTTGTTT|CA
571 581 591 601 611 621 631 641 671
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