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

RIKEN Clone_ ID : IRAK174L03 Lot#: 7893 A4Kb
Vector : pCMV-SPORT6 Gene GNAZ
Accession No. | BC078163.1 3063 bp 1..3063
cDS 1068 bp 376..1443
@ Plasmid DNA purification
Date : {4 [{ L Culture : LB (100 ug/ml Ampicillin) 5 ml => at 37 deg C over night
Date : {4 il(Z Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: (41112

DNA concentration (0.D.):__ 2213 ng/ul
{ Size of fragment expected from IRAK174L03 >

DNA 0,2 ul

Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 7445 bp

Buffer H 1 ul Xhol 7445 bp

dH,0 7.3  ul EcoRI + Xhol 4339bp (Vector) 3106 bp
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

EcoRI+XhoI

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

L

|

o @ Adjust plasmid DNA solution to 25 ng/ul

Date :
@ Confirmation of the insertion sequence DNA (223 ng/ul) BE.0 il
10x TE 72. % ul
Date : |4 | | |4 dH,0 4/9.9 _ul
Total 784.3 ul
Primer A Reverse2
Primer B M13 @ Shipping

Primer C

List of http://dna.brc.riken jp Aonc. : 25 ng/ (1@  Volume : 40 u ')

Sequencing /en/GNPclone3en.ht

Primers mi w

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




Applied

Ve Biosystems IRAK174L03_A4Kb_Reverse2_C01_07 Inst Model/Name 3500/3500 Instrument

IRAK174L03_A4Kb_Reverse2 Nov 14,2014 01:44PM, JST

S/IN G:16 A112 T:10 C:15 Pelviies & : R 9 KB_3500_POP7_BDTv3.mob Nov 14,2014 02:10PM, JST

eeeeee
KB.bcp Pts 1355 to 13248 Pk1 Loc:1332 Spacing:11.7 Pts/Panel1350

KB 1.4.1.8 Cap:7 5 GCGGATAACAATTTCACACAGG 3 Version 5.4 HiSQV Bases: 1025 Plate Name: 20141114_mix
CTGGT(CCITTIAGGGUCITIT IT ;GLGGGECACTATAGAALNC G TTIT GTACICE GC/GGCTGGTACCGGTCCG G TTCCCLIGG ATECTCCAGCCACTCAGC CAT CG CCAC
il 11 21 31 41 51Q‘t‘t'Bl 61 71[{?“1 81 ECORI S': 1 101 17143 121
A BCO78163.2 (1~

| 1206
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GCAACCAGC CCAGACGGCAGC CGAGGC CAC GCGG CGGC CGAGGICHGGG TGACTACGGC TCAGGC CITTGEC CTAG GG G
L3l 141 151 161l Ll 181 191 201 211 221 231

1206

. munmmJnlmxmuhhmm uuhmlmmnmmLﬂmhM mhhul“hhhﬂmlhlm “h

GTGGAGTGTCACTAGTGGGGAGGGGCGGC CACCGCCCGCTGCACAGAGC GC TG G GAGGCGCTGGGGCAGGGGCTGCAGTGT GGC GEET ECECCCT
241 257, 271 2 311 ael 331 341

1206

- dﬂuhhthuﬂﬂﬂﬂhhﬂhNh“hndﬂhhﬂﬂﬂﬂhhhxﬂn““ﬂuJﬂﬂhqunﬂhﬂﬂd“““

GCTGGCACTGAGTCGC GETCITGTCTGECTGIG TCTC GGC GAGGGAGAGGIGCCCCATCCECGTIGC GGECEC GeTEeT
351 36l 381 391 4 411 431 441 461

1206

o uhuuhuhuuuﬂuuﬂhuhﬂuduuunnuhuuﬂdnudddlndnuunnduuuhnhuuuﬂu

SCCAGACCATGGGATGTCGGC GCTCAGAGG G GCAGCCCGGCGGTC CCGGAG TGACCGCCACETGLGC GCCAGCCGGC CGCCGCG
4891 521 531 541 561

2 wwmwmmmmwmmmmm

CTGCTCCTEECTGERGCALLC TCAGEC GAGCACCATCG GATCATCCACAGCGGCGGLTTC c.C TGC GGAGTAC GCCCCTC
581 601 611 641 651 671 681

1206
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Applied

Blosystems IRAK174L03_A4Kb_Reverse2_C01_07 Inst Model/Name 3500/3500 Instrument
IRAK174L03_A4Kb_Reverse2 Nov 14,2014 01:44PM, JST
S/ING:15 A:12T:10 C:15 KB_3500_POP7_BDTv3.mob Nov 14,2014 02:10PM, JST
KB.bcp Pts 1355 to 13248 Pk1 Loc:1332 Spacing:11.7 Pts/Panel1350
KB 1.4.1.8 Cap:7 Version 5.4 HiSQV Bases: 1025 Plate Name: 20141114 _mix
TCATCTIACAATGC CATCGACTCGCTGACCCECATCATCCEBE GECETE GCCEECCTCAEGATCGACT TCCACAACCCCGACCECGCCTACGATGE T'GTGCAGETCTT T
691 701 711 T2 731 741 751 761 gkt 781 791
1206
603

0 (Y YV . { L b1 L . Sl s / . oY L

SCGLCTG ACEEGGLCCCGCTG G AGC! GGEC GAGATCACACCCCGAGCTGCT CGGTGTCATGCG ACGGE TCTGGG CCGACCCAGGCECGCACAGG CC TG C TTCAGCCCGL T
801 811 821 831 841 851 861 871 881 891 901

1206

603

o et M MWV A 0002 WA M e e e A0 ™Me AN a0

CCAGCGAGTACCACC TGG A GGACAACGCCGG (C TACTACCTCG CGACC TG GAGCCC ATCG CCEGC CTGACTATATCCCCCACTGT CGAACGG ACATCC(TGCCGY
L 921 93l 941 951 g6l 95l 981 991 1001 1011

D TCCC GGG AC ATCAACCCAC GGGGC AITITG TGGEG A G 2 C GTTTECACEC TTIC GCG A GC TCCACCCTTC ader TGGCTGGCACGIGGGGGGGEG CAG GG TY

Le2l; 1031 1041 1051 1061 1071 1081 1091 1101 ik i 11:
1206
603
0 . m "' Y ﬁ
[E G GCGC n A G TGG RTATCCAMNACTIG € TITCG ! GGG C C6 TTC g2 GA CCCAT (AC TIET TTTETITE G T GIT 'G G G "CTCA ¢
11 1131 1141 1151 1161 i g i 1181 1181 1201 1211

GE C CEG L 1€ €TA1 CTECA 3 c 8 IG
1221 1231 1241
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pplied

B| B - IRAK174L03_A4Kb_M13(-40)_D0O1_10 Inst Model/Name 3500/3500 Instrument
syste B IRAK174L03_A4Kb_M13(-40) Nov 14,2014 01:44PM, JST
SING:14 A3 T12C15  Primer B : M13 KB_3500_POP7_BDTv3.mob Nov 14,2014 02:10PM, JST
KB.bcp , ’ Pts 1361 to 13225 Pk1 Loc:1338 Spacing:11.71 Pts/Panel1350
KB1.4.18 Cap:10 5 GTTTTCCCAGTCACGACGTTGTA 3 version5.4 HiSQV Bases: 1035 Plate Name: 20141114_mix
(GGG (CCGLCGCCIAGC 1T AT TIC GACTCAC TATAGGGIC(ACTT TG TAC G GCTGGGT CGCGT GC TTGGGCCCC TEG AGGGATACTCTAGAGCGGEGCCGOCCITTT !

51 pqtB2 61 MR4T! Hindi, AE&I Xhel % Xball0l  pptl  |H ,

. BCOTA 6.

1324 Vecop_| 7 (~3(

w\f\&wwﬁmﬁ ™
¥ l . Al B .
TTTTTT TTICCATIZEA GGG TAT T TTATTTTCTT GTAGAC: CCTTTGACTTTEATEC TECC CAGETRTTC TCTTTEOSEE GEACGATET CEETCACET CCT TG
131 141 151 161 7 181 191 201 211 2271

1324

o ummmmuumhmuunmumm mmuummmuunm,uummnmummummmh

TGTGATTCCGCACACTGACCTCGGACACACAGCTACTGCACAGAGAGAGGGAGGGAGATCTGGCE GG GCTCCGGCAGTGCECTCTCETCTCCATGGCGCAGTTCG TATTT
231 241 254 261 271 28 291 301 311 324 331

1324

- duhmmunhnmAhmmuudmn Abhhhhl huhmlhmhhuA“Nl“ﬂA“Alhunuuulﬂlm

CACGGCLCTTGGC G CGTCCTTTCAACGCAGTTGCCCATAGGCCCTGGGACAGG GGCCCAGATCAGEGTCCCAGCAGGGCCTCCCTCAGGCCACAACGLCTGGCTGTGEC]

= s ol

461 471 481 491 501 511 521 531 541 551 561

[\/\ANW\/W\ A ) ) |

rrTT TACC GACACTTAGCTATTGT TCATTTGEICCCAGGTG G CETTECTTTAAATATGT G GIGTTTATTTTCT T T c GCAG CCCCACC
571 581 591 601 611 621 631 641 651 661 671

1324
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L\Y ';-_\_ g:g%l('set%ms IRAK174L03_A4Kb_M13(-40)_D01_10 Inst Model/Name 3500/3500 Instrument
o IRAK174L03_A4Kb_M13(-40) Nov 14,2014 01:44PM, JST
SIN G:14 A:13 T:12 C:15 KB_3500_POP7_BDTv3.mob Nov 14,2014 02:10PM, JST
KB.bcp Pts 1361 to 13225 Pk1 Loc:1338 Spacing:11.71 Pts/Panel1350
KB1.4.18 Cap:10 Version 5.4 HiSQV Bases: 1035 Plate Name: 20141114_mix
TTAAGCRA GAGGACACTGCAGAGGCTTATGTACAACACGTETCCCBCGAGGC TG BCGCAGE ACTGC CAC TCACTCC TTTCTTTGGAGCAGAG AGACAGATCGTCY
681 691 701 711 721 TSk 741 751 761 771 781
1324
662

l.alml“,‘lumnm e WA W

SAGATAAC CTTTTACACTCA GC GCCAGACAC GACCACCTGAZR TATGT TT TCA? ATCTGCATTT GAITACTCAARCCIGCATTTCG
781 801 811 821 831 841 851 861 871 881 891

TTTTETEECGATT TTT TICETGE G AT CACCAICGAGIATTTGCGC CAAAAAI \ \AICCC { (A7 P CCARARAP VATGET C CAC GGGAY A CCH

901 911 921 931 941 951 961 A 981 991 1001 1011
1324
662
A —
o 0 X el 00 W R I WA~ MMMVWV“M:EX "
SAGCGGTTITT G i i TAZ CCATTC G (CT2G 1 G G 3 GCTGGG TEECC GCTTG (CCCcCcTASG 1T TCGARAAT TTC GTGGCC CEe TEELT TT N0
1021 1031 1041 1051 1061 {6 By b 1081 1091 1101 01 g i i b7
1824
662
GGTT'EE TITT ICEE ET T TITTICE CCETE €6 PR "ETRAET G : GL{CE T6& T T T "TT T 4 G- G EE T ET TG T CT T G € G BT 56 L AC
1131 1141 1151 1161 5% B bl 1181 1191 1201 1271

1221 1237

1324
662
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