Genome Network Project Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN_Clone_ID : IRAL0O50M20 Lot#: 7566_A5An
Vector : pOTB7 Gene SSH1
Accession No. | BC062341.1 4083 bp 1..4083
cDSs 3150 bp 80..3229
@ Plasmid DNA purification
Date: 150126 Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date: |50{27 Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: |h 0127

DNA concentration (0.D.):__ 364 ng/ul
< Size of fragment expected from IRALO50M20 >

DNA 0.19 ul

Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul BamHI 3133, 1770, 670, 311 bp

Buffer H 1 ul Bglll 5884 bp

dH,0 7.%%  ul BamHI + Bglll 1615bp (Vector) 1770, 1518, 670, 311 bp
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : £5" 00 0%
@ Confirmation of the insertion sequence DNA ( 3%  ng/ul) 3,0 ul
10x TE [ 92, ‘7 ul
Date : |S o] 3D dH,O o004, & ul
Total /9p8.5 Ul
Primer A pOTB7_F
Primer B pOTB7_R @ Shipping
Primer C poly(A) region primer #0

List of http://dna.brc.riken.jp monc. : 25 ng/ U 2. Volume: 40 u Q
Sequencing /en/GNPclone3en.ht
Primers ml
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plied
IRALO50M20_AS5A 12 A
) Blosystems Primer A: pOTBT-F 20_A5An_N_pOTB7_F_F12_18 Inst Model/Name 3500/3500 Instrument

IRALO50M20_A5ANn_N_pOTB7_F Jan 30,2015 09:41AM, JST
S/IN G:217 A:236 T:164 C:i 5 AACGCGGCTACAATTAATACATAACC ¥ KB_3500_POP7_BDTv3.mob Jan 30,2015 10:08AM, JST
KB.bcp Pts 1369 to 13576 Pk1 Loc:1346 Spacing:11.83 Pts/Panel1350
KB 1.4.1.8 Cap:18 Version 5.4 HiSQV Bases: 1015 Plate Name: 20150130_GNP
(AT ATCICA TACG ATTTAGGT GICACTAT c; CTCG PAGG ITCCACRAG TTTGTAC GCAGGCTTGT C.GACGGCC T CTATAACGGTCCTAAGGTAGCE
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1AGGCCTGGGTGGEGAATTCIGGCACE AGG|C CGGG CCGGCCCGGGCGGCGGTGGCGGTGGCGEC TCTAGCTCGAGACGTCTGTG GCGCCCTCGCACCGCGCCGCAGCCATGGT
121 F/‘-wFLl i 1 151 3 161 171 181 191 201 211 221
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CCTGGTGACCCTGCAGCGC TCGCCCACGCCCAGCGCCGCCTCCTICCTCGECCAGE CAGCGAGTTGGAGGCTGGCAGCG AAGATC G TT CCTCAGCTT GTG
2351 241 251 261 271 291 311 331

WWWWWMMMMMMMWWWMMWWAMMMM

SAGCTTTTTCATGGTG GGCECAGCCCTCTTCTTAC CRGGG GCLGCCCTC GGCCAGCGGAGTCTTCAGCACCCCCAC GCATGCAGGTGATCTGCCTCAACATCTI
341 N 361 371 381 393 401 411 421 431 441 451
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CAGGTGATGATC CCTTCTECGETTGCG GCTGGCAGTGOGCC TGGAGAGCECC TGGGCGGACCGGETCCGGTACATGGTGGTGGTGTACAGCAGCGGG!
461 471 481 491 501 511 521 331 541 551 561
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CGCCAGGACACCGAGGAG TATCTTGCTGGGAGTGGACTTTTCCAGT GCTGCACCAT TG GGATEGTTCTECCGAC T GTEGEAGCBACACG ATCCAQ
571 581 591 601 611 621 . 631 641 651 661 671
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plied IRALO50M20_A5An_N_pOTB7_F_F12_18 Inst Model/Name 3500/3500 Instrument

. Biosystems
Yy IRALO50M20_A5An_N_pOTB7_F Jan 30,2015 09:41AM, JST
SIN G:217 A:236 T:164 C:246 KB_3500_POP7_BDTv3.mob Jan 30,2015 10:08AM, JST
KB.bcp Pts 1369 to 13576 Pk1 Loc:1346 Spacing:11.83 Pts/Panel1350
KB 1.4.1.8 Cap:18 Version 5.4 HiSQV Bases: 1015 Plate Name: 20150130_GNP
TTGATGGAGATGGTGGGTTCAGCGTGAGCAC GC -GG GGATGCACATATTT GCCTETGTCTGTCCAG GCC TETEETCTGCGCCC TGCAGGT GET TEAC EGEEET
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;l’_‘ élgggl;set% b IRALO50M20_A5An_N_pOTB7_R_G12_21 Inst Model/Name 3500/3500 Instrument
' primer B pOTBTR IRALO50M20_A5An_N_pOTB7_R Jan 30,2015 09:41AM, JST
S/N G:89 A:110 T:118 C:110 KB_3500_POP7_BDTv3.mob Jan 30,2015 10:08AM, JST
KB.bcp 5 GTACTGCAGCCGATTCATTAATGC 3 Pts 1363 to 13712 Pk1 Loc:1340 Spacing:12.12 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 5.4 HiSQV Bases: 230 Plate Name: 20150130_GNP
[ G GC C TARCG AT TAC GACTC CT, TAGGGCAGICEE GCAGATCTACCACTTTGTAC G GCTGGGTCAGG ___C GCTATG CC TGTGCC TTTC TTACTETC
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G T CTTCCCCATT e ; eTE BCE g TTTITCCCCCCCGGACCCLTIGEEGEGGEEELT GIET G GGGGGCCCGCCC
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CCCCCTTTEGGECE ceoecec GGGGGGG EE CECTTTE TTTICCCCCCAGGGGTTGGGGGGGGCGGGTT e b W R CCCCTGGGGGCGCCCC
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ACC TERTT T PTG GE CEETT T TETTT ITECELGE e EEP TG GCGCATTTGTGGGTTTT] T CECCCCE
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cC GGCAGGACTTTATGTTECCATTIC TTT CCGGGAGGCC TGGACT GGGIGGCGG G T GCTT c G 1T PE . G G Gt
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- Applied
» Biosystems
S/N G:89 A:110 T:118 C:110

KB.bcp
KB 1.4.1.8

IRALO50M20_A5An_N_pOTB7_R_G12_21
IRALO50M20_A5An_N_pOTB7_R
KB_3500_POP7_BDTv3.mob
Pts 1363 to 13712 Pk1 Loc:1340

Cap:21 Version 5.4 HiSQV Bases: 230

Inst Model/Name 3500/3500 Instrument
Jan 30,2015 09:41AM, JST

Jan 30,2015 10:08AM, JST
Spacing:12.12 Pts/Panel1350

Plate Name: 20150130_GNP
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plied IRALO50M20_A5An_N_GNPmixture_H12_24 Inst Model/Name 3500/3500 Instrument

Blosystems )
y 2 (A) . imer #0 IRALO50M20_A5An_N_GNPmixture Jan 30,2015 09:41AM, JST
SIN G244 A162 T-129 . Primer C: Poly(A) region prime KB_3500_POP7_BDTv3.mob Jan 30,2015 10:08AM, JST
KB.bcp 5 TTTTTTTTTTTTTTTTTTTTNNN 3 Pts 1382 to 13662 Pk1 Loc:1359 Spacing:11.99 Pts/Panel1350
KB 1.4.1.8 Cap:24 Version 5.4 HiSQV Bases: 1003 Plate Name: 20150130_GNP
B (CCG CT G T C TTEAGCATTA GE & CTG AG C CCCATAGAT TTITCCCECACGEGE AEEEE TG TEET GG TC CACGT C CAC CCx GG ACAGGGCGCCTGC
1 11 - 21 31 41 51 81 91 101 s
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CCACCATTCGGGCACAGAGTCAGCTC & EAGCG TG G GRECTACTCATC TCAT GACTTTACTCAGCAGTGC ITGGGGECTGTE GG ETT? GTCTTGACACGTCTGGGGT
121 131 141 151 161 171 181 191 201 234 221
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e [ x X T CTLEE B ELT 6 CGETTTCAGRCAGAGCATTATICCE TG G E; GECTTGCETREATTE AT GLETTIT GCGC GC
231 241 251 261 299: 281 291 301 311 321 3zl
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L T T bl

GGCC G TGAGCTAG CGTGTGCCGCGGTGAGGCTGCCACCACCAGGACTCTTC TGCAGGATG
441 451

GAGARCAGAGGTAGGACTT TGTTGCCATCCGAGAGTTTICTGCEG
341 351 361 371 381 391 401 411 421 431
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CATGGTTCTTCTTG GACACGGTGGG GCGGAGTTTTGTGTCTCCTGGCCGGCGGCTCC

CG GGG CAGTCTGGATGTGTGCGCCTATGTGTGCACGTTCTT CC
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IRALO50M20_AS5ANn_N_GNPmixture_H12_24 Inst Model/Name 3500/3500 Instrument

IRALO50M20_A5ANn_N_GNPmixture Jan 30,2015 09:41AM, JST
S/N G:244 A:162 T:129 C:145 KB_3500_POP7_BDTv3.mob Jan 30,2015 10:08AM, JST
KB.bcp Pts 1382 to 13662 Pk1 Loc:1359 Spacing:11.99 Pts/Panel1350
KB1.4.1.8 Cap:24 Version 54 HiSQV Bases: 1003 Plate Name: 20150130_GNFP
[CGTTTAAGGG TCAAGATCTAAGGGGTICGATCC TCCACAGTEG GTGAG GGAGGGATCATATG TATCCGCCCAGC CTGACGCAGC GGCGGGTCAGC!
681 691 701 91, 721 731 741 751 761 771 781
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FITTGCTCATCCICGAAGGGCTCTTIAAGTTTTCTGGGGCGGGTTICCCTGATGGTTTGGAGET TGCAGCTGGETCCCTCGGGGTICCCTGGGGCTCAT
791 801 811 821 831 841 851 861 871 881 891

TTCACTC GT G GTGTCC TG G AGTCAGCGACGGTGG ACGGGTCACGCCTCACTGGAC GEGTCTTCCGTTGAG GTGAGAC TCCCC AGETTCG C GAGAGTGT
901 911 T\ 921 931 941 951 961 871 981 99 1001

GAGCGCITCAGTGGGG GA BAC 66T GAGG CLC G CC AG CC EG AG €C CGEG TE TC T ICE T GCGE'TEC e TEC TTEA C G CC GG CTIT CeC ag G
1011 1021 1031 1041 1051 1061 1071 1081 1091
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