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

RIKEN Clone ID : IRAK174B04 Lot#: 7893_AS5Ft
Vector : pPCMV-SPORT6 Gene CTRB2
Accession No. BC073145.1 960 bp
cDS 792 bp
@ Plasmid DNA purification
Date : 150629 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: 150630 ¢ Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: |h0630

DNA concentration (O.D.):__23%% ng/ul
< Size of fragment expected from this clone >

DNA 0.2

Enzyme (EcoRI+ Xhol ) 0.5+ 0.5 ul EcoRI 5.3 kb

Buffer H 1 ul Xhol 5.3 kb

dH,0 7.%  ul EcoRI + Xhol 4.3kb (Vector) 1.0 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : /507¢/

@ Confirmation of the insertion sequence DNA (233  ng/ul) 5.0
10x TE X0, 9 ul
Date : |5063() dH,0 (43.3  ul
Total yog z. ul
Primer A Reverse?2
Primer B M13 @ Shipping
Primer C poly(A) region primer #0

List of http://dna.brc.riken.jp JConc. 29 ngLy Q. Volume : 4.Q__u 2

Sequencing /en/GNPclone3en.ht
Primers ml

APPROVED BY :
http://dna.bre.rikenjp/index.html




pplied

IRAK174B04_A5Ft_Reverse2_C04_07 Inst Model/Name 3500/3500 Instrument

BlosYStems IRAK174B04_A5Ft_Reverse2 Jun 30,2015 01:55PM, JST

SIN G:366 A1183 152 C240 | Primesr A ¢ Reverae? KB_3500_POP7_BDTv3.mob Jun 30,2015 02:22PM, JST
KB.bcp i , Pts 1370 to 11898 Pk1 Loc:1347 Spacing:12.03 Pts/Panel1350
KB1418 Cap7 5 GCGGATAACAATTTCACACAGG 3 Version 6.0 HiSQV Bases: 914 Plate Name: 20150630_mix

T il G (CTATTTAGGTGICACTATAG C G T TTGTAC GCAGGCTGG T CCGGI‘“C-CGG TTCCEE G GATIGGCAGCG GCATGGCTTCCCTCTGGCTCC!
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TCTCCTGC'."TC‘I‘CCCTTGTGGGGGCCGCCI‘TTGGCTGCGGGGTCC.CC.GCC TE CAGOETTE TE ETIC GCGG&,CIGTCC GGATCGTG TGGGGAGG2ACGCCGETCCCCGEGGLCTCL
1 121 131 141 151 161 176 181 201 211 221
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ITGGCCC TGGCAGGTGTCCCTGCAGG AC CCBGGCTTCCACTTCT GEGGGE GCTCCC TCATCAGCGAGGACTGGGTGGTCACCGC FGCCC CTGCGGGGTC GG CCTCCG!
231 241 251 261 271 281 281 30T 311 321 331

=

1136

. dunﬂunhhnuhnﬂununhuhuﬂhhuununuuhndnhﬂndhhnnHnnuhunux“uun

CGTGGTCGTGGCTGGGEGAGTTTGACCAGGGCTCTGACGAGGAG CATCCA GG TCLTG GATCGCC GGETCTTC CCCC GTTCAGCATTCTGACCGTG
341 351 361 371 381 321 401 411 421 431 441
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CATCACCCTGCTEG GCTGGCECACACCTGEECGET TCTCCC GACAGTGTCCGCCGTGTGCCTGCCCAGCGCCGACGACGACTTCCCCGCGGGGACACTGTGTGCCACC
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GGCTGG GGC o4 BREE ol 8 G:RAC COCT GAE GETECAGCA CGCAGCGEE T GECEETERE TG TEE TECE G TGC GTCCTGGGGCAGGALGGAT
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Applied IRAK174B04_A5Ft_Reverse2_C04_07 Inst Model/Name 3500/3500 Instrument

Biosystems IRAK174B04_A5Ft_Reverse2 Jun 30,2015 01:55PM, JST
S/N G:366 A:183 T:152 C:240 KB_3500_POP7_BDTv3.mob Jun 30,2015 02:22PM, JST
KB.bcp Pts 1370 to 11898 Pk1 Loc:1347 ) Spacing:12.03 Pts/Panel1350
KB1.4.1.8 Cap7 Version 6.0 HiSQV Bases: 914 Plate Name: 20150630_mix
CACCGACGTGATGATCTGTGCCGE GBGCCAGTGGCGTUTCCTCCTGCATEGGTGACTETG GAGGEC CCCCTGGTE TGECAGA AGGACEGAGCCTGGEACCCTGE IGGEC
681 691 701 711 721 731 741 751 761 771
1136

| 568

[TGTGTCCTGGGGCAGCCGCACCTECTCTACCACCACGCCCGECTETGTACEGCCCG TG TCACC GCTCATACCCTGGGTGCAG G TCCTGGCCL‘;CC CTGAG

181 781 801 BlE 821 831 841 851 861 871 881
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‘ lB\iggglflset%ms IRAK174B04_A5Ft_M13(-40)_D04_10 Inst Model/Name 3500/3500 Instrument
IRAK174B04_AS5Ft_M13(-40) Jun 30,2015 01:55PM, JST
SING64A31 T:39C29  primer B : M13 KB_3500_POP7_BDTv3.mob Jun 30,2015 02:22PM, JST
KB.bcp Pts 1355 to 13000 Pk1 Loc:1332 Spacing:13.25 Pts/Panel1350
KB 1.4.1.8 Cap:10 5 GTTTTCCCAGTCACGACGTTGTA 3’ Version 6.0 HiSQV Bases: 309 Plate Name: 20150630_mix
CGG (CG & € "ABCETIATATAC GACTACTATAG GGRACEACTT TG TAC G GCTGGGTACGCGT GCTTGGECCCCTCGAGGGITACTETAGAGCGGCCGCICCTTTTTTT T

d: 10 19 28 37 46 55 4 ~, T 82 91 j 1004... 10¢

1160 Vector

RS EVAC s gt M i | AARAA

DT T T R N T T R DT T T T e T Y N P T T T T T T e N S T I T T TR TTI LT T I T T T R T R BRI TET TR T T T R TR T T EE-C

118 127 136 145 154 163 192 181 190 dfEoi) 208 2.7 226
1160
580
AMAMAMAMANAAMANAMANAAMANANAMAAMAMAAMMAMAMARAAAAMAMAARAAMAMAAAMMAMAMMAMAMANANAAAA Ana
TTTTTTT G GE GGGGGGGGGGGGGGGGGGGGGEGGGCCCTTGGGGGGCCC TTTTTICCOCCECCLEGGE GGGGGGGCCCCCGGGGCCCCC
235 244 253 262 271 280 289 298 307 316 325 334
1160
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CCGGGGGGGGGGGGG GGGGGGGGGCCCCCC GCCCCCCAGGGGGCCCCCCCCCCCCTTTTGGE GGGGGGCCCC CCCCCCCGGG
343 352 361 370 379 388 397 406 415 424 433 442 451
1160
580
¢ EE CEt Gooagotee CCCCGGGGG CeDcem: teene 4 ol e i i oy o el GGG GGGGGGGGGCC CCCCCCCCCT TTTTGGE GGl
460 469 478 487 496 505 514 523 532 541 550 559 58

3 CCECCEG CTTTTTGGEG
8 507 586 595 604 613 622 631 640 649 658 667 67€
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. Applied

AN o IRAK174B04_A5Ft_M13(-40)_D04_10 Inst Model/Name 3500/3500 Instrument
~» . Biosystems e e
: IRAK174B04_A5Ft_M13(-40) Jun 30,2015 01:55PM, JST
S/N G:64 A:31 T:39 C:29 KB_3500_POP7_BDTv3.mob Jun 30,2015 02:22PM, JST
KB.bcp Pts 1355 to 13000 Pk1 Loc:1332 Spacing:13.25 Pts/Panel1350
KB14.18 Cap:10 Version 6.0 HiSQV Bases: 309 Plate Name: 20150630_mix
GGG GGG EEECEEEEE TPCASGEGGREEETT'TT TP TTET 86 BO TIETD TTE ETELDT CTC G GGATTTTG CG GO A B
685 694 703 712 Hed 730 739 748 757 766
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1160
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CACCCICERBCGAG GAGRC T ST T T ¢1C& it GAECAE ARG CGC - Tl GAG R €CE AG GEE 6 ETEer¢cEs T T ALT & T 6T
865 874 883 892 901 910 919 928 937 946
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G GiA BGA OG 6 T G G 7 AGIGTGAGB TCIG G6CC & EL B I8 G § G B GET € € & g GA ¢ Ta € © ach B TG
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pplied

BI osystems IRAK174B04_A5Ft_GNPmixture_E04_13 Inst Model/Name 3500/3500 Instrument

IRAK174B04_A5Ft_GNPmixture Jun 30,2015 01:55PM, JST

S/N G:104 A:35T:25C:36 Primerif : Poly(A) region primer #0 KB_3500_POP7_BDTv3.mob Ju.n 30,2015 02:22PM, JST

KB.bcp Pts 1370 to 13577 Pk1 Loc:1347 Spacing:12.06 Pts/Panel1350

KB1.4.1.8 Capi13 5 TITTTRTITTITTTITTTTINNN 3 Version 6.0 HiSQV Bases: 911 Plate Name: 20150630_mix

| CAC|TTIATG G G A TC T TIA G GCAG CG GT G GCAG G AGCTGCGGGC TCAG TTGGEGGCCAGE ATCTTCT GCACCCAGGG TAT G GC"i‘_"I‘GG"[‘G CACGGE CGTACACAGCE G
1 9 17 25 33 41 49 57 65 73 105

mmwywmmwwm \W\A/MW\M\/\MNMMMM

sCGTGGTGGTAG AGCAGGTGCGGCTGCCCCAGG ACAC TGCCCACCAG GG TCC GGCTCCGTCCI TCTGGCAGACCAGGGGGCCT CC GAG TCACCCATGCAGG AGG AG CiGC
113 121 129 137 145 153 161 169 T4 185 193 201 209 217

1308

. mhAhann“uhlhlﬂhAh hu‘mm Moot e d“hmlnhmm lhu“d“hl

CACTG GCCCCGGCACAGATCATCACGTCGGTGATCCTCCTGCCCCAGGACTTCTT GCATTCGGCAT TG GACAGGAGGG GCAGGGCTGCCTGECTGCAGCTTGTC GGGGICTTG
223 233 241 249 257 265 273 281 289 297 305 313 321 329

3 R

TTEGGECGT TETACTT GGTLT TGCECLCC GCC”[GIGGIGGC CACAGTGTCCCCGCG GGG GTCGTCGTCGGCGCTGGGCAGGCACACGGCGGACAC TG TCTGEGG AG GC GGG

37 345 353 361 369 2777 385 393 401 409 417 425 433 441 44
1308
) umummlnmm dh“h‘h Wy uhlﬂhnm W o hhuh ol
:9 GGFGTEBG?CC GCI;GCS GC GGS7BG TGT ngllGI T E ZBC;GIC G 4;7GC G SOSTGGG G1513 T GSZCICT TGGCG529'TC T L :;37 [ i IGG5415G'1 T CESIBCGTC GSGGIE
1308 \
T e e T |
:CC'TGG;';:g CTCEVC,?C GC € ;:8(35 GG CG;‘;_BGG GGT EOCITG CCCEC;;gC CLGGS]-C-’I G(.GGT'iZSCC CCC.63G3 c e CGZ411 TG Gifg GCCCCZSG—’IC G G;GGBG GCCE_
1308
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AQCN ‘B\iggyset%ms IRAK174B04_A5Ft_GNPmixture_E04_13 Inst Model/Name 3500/3500 Instrument
' IRAK174B04_A5Ft_GNPmixture Jun 30,2015 01:55PM, JST
S/N G:104 A:35 T:25 C:36 KB_3500_POP7_BDTv3.mob Jun 30,2015 02:22PM, JST
KB.bcp Pts 1370 to 13577 Pk1 Loc:1347 Spacing:12.06 Pts/Panel1350
KB14.18 Cap:13 Version 6.0 HiSQV Bases: 911 Plate Name: 20150630_mix
r GTTTTGTCCTGCAGG GACACCTG CCAGGGCCAGGAGCCGEGGGE ACGGCGTCCTCCCCAT TCACGATCCTG GACAGGCCGCTGAGCACAGGETE GATG CCGGEEGALCCCCGE

3 681 689 697 705 713 721 729 737 745 753 761 769 777
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GeCc GGCGG CCCCCALAA CGGACARIGE A GAGA GG AGC CAGA GGE Cie AT GICCE BTG OC BTECCCEG G AATTC ¢ GGAECG G TACCAA € CTEGETTTTTT IGT AC a
785 793 801 809 817 825 833 841 849 857 865 873 881 889
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0

TTEITTCTARMA G TC TCALTET T A GGCCCIAAIT CGTCA TAGET G TTTEETE TG TE TTCT TTAT CCG TCCC G GGLCETIA GG LT iG AGTC CGG AGGE CETATEG
897 905 913 921 929 937 945 953 961 969 977 985 993 1001
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BT CECE gRTGETTE TTCT T GG G C CATTGT G TGE G LCTATETAG CG TG
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