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

RIKEN Clone_ ID : IRAK020A19

Vector : pPCMV-SPORT6

@ Plasmid DNA purification

Date: i5¢i06b

Date : iF0i0Y

Gene
Accession No.

Lot#: 7893_A5A5

ARHGEF1
BC034013.1 3180 bp 1..3180
CcDS 2784 bp 21..2804

Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night

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

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 150107
DNA concentration (O.D.): 92 ng/ul
DNA 0.2 ul
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.9  ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence
Date: 50107
Primer A Reverse2
Primer B M13
Primer C =
List of http://dna.bre.riken.jp
Sequencing /en/GNPclone3en.ht
Primers

< Size of fragment expected from IRAK020A19 >

EcoRI 7562 bp

Xhol 6975, 587 bp
EcoRI + Xhol 4339bp (Vector)

2636, 587 bp

@ Adijust plasmid DNA solution to 25 ng/ul

Date : [50]08

DNA (192 ng/ul) £8.0 ul
10x TE (7.4 ul
dH,0 590.2 ul
Total (75.8
@ Shipping

JConc. - 25 ng/ u 2,  Volume : 40 U 2
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Applied

IRAKO20A19_A5A5 Reverse2_A10_01 Inst Model/Name 3500/3500 Instrument
Blosystems IRAK020A19_A5A5_Reverse2 Jan 07,2015 01:54PM, JST
SING:34AB4T20Ci38 . 4 poversed KB_3500_POP7_BDTv3.mob Jan 07,2015 02:32PM, JST
KB.bcp Pts 1371 to 13053 Pk1 Loc:1348 Spacing:11.38 Pts/Panel1350
KB1.4.18 Cap:1 5 GCGGATAACAATTTCACACAGG 3 vVersion 5.4 HiSQV Bases: 973 Plate Name: 20150107 _mix
CG1C TTTIT(CGCCCIAT TIAGGTGI!CACTATAG g GTTTG IAC GCAGGC TGGTACCGGTCCGG TTCCC GGG ATATCGTCGAQCCACGCGTCCEHC TTCEGT

1 11 21 41 ott B 61 kpnl 71 EcoR1l 81§m1 FcoRT °1 SaRl 1&%&"1 ¥4

1224

TCCGG TG GCE GCEATGGCTTCTCTTTCCACCTG GAGCAGCCCTGCAGAGCCLCAGGG AGATGG GRACTTCGCCCGAGGGEGLCGCECCTCCCCAGGCCCCTECCCGGCCIGGECCTG

> .
msert

121 131 141 EEL 161 1L 181 191 201 23171 224
1254
o \AN\M/W\ l
0 / .
GTTCCCGTCAGCATCATCGGCEGCTGAGGATGAGGATTTTGAG CGAGCTGGAGAC CTCAG GAGCALZ CAGCCAGTTCCAGAGCCTGGAGCAGGTG ¢ GC G GL GLCCE
@3] 241 251 261 271 281 291 301 311 321 231 34

1224

S l l | MMMMAMMNMM&MMWWWWW

GCCCACCTGCATGGCCCTCCIGCAGCACGTGGCCC TGCAGT TTGAGC CAGGACCCCTGCTTTGC TETCTGCATGCCGACATGCTGGGCTCACTGGGLCCL GGAGGCC
i, 351 361 371 381 401 411 421 431 41 451

1224

ral ﬂnﬂhﬂhdﬂhuhntﬂhdﬂhuﬂﬂhu‘ﬂﬂﬂnﬂ“h“nﬂlnudl“ﬂhhﬂl“uuutﬂhhlnhl

GEETTCECTEGACTTCTAC CACAGETTCETEGARG GACAGCGGTTCTCCGGGTGCCGGTCCCTCCC CGTCGCCTTTG CTTGACCGCACTAGGGCTGACCTCATCTCCG

461 471 481 491 501 511 521 5371 541 551 561
1224
612 \
0 0 I\ | | |
GGATGTCCAGCGGCGGTTCGTGC AGGAGGTGGTGC GCCAGCAGGTAGCCGTGGGCLCGGCAGCTGGAGGACTTCCGTTCC GCGCCTCATGGGCATGACGCCCTGE
541 581 591 601 611 621 631 641 651 661 671
1284 \
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N Applied

=D Bi osystems IRAK020A19_A5A5_Reverse2_A10_01 Inst Model/Name 3500/3500 Instrument
i IRAK020A19_ABA5_Reverse2 Jan 07,2015 01:54PM, JST
S/N G:34 A:34 T:20 C:38 KB_3500_POP7_BDTv3.mob Jan 07,2015 02:32PM, JST
KB.bcp Pts 1371 to 13053 Pk1 Loc:1348 Spacing:11.38 Pts/Panel1350
KB 14.1.8 Cap:1 Version 5.4 HiSQV Bases: 973 Plate Name: 20150107 _mix
C2GCAGGAGCTGGCCCAGCTGOAGBCTTGGETTGGGE GGG ACCGAGCCAGC TACGAGGCCCGGG AGC G GCACGTGGCGGAGCGGCTGCTCATGCACCTE GAGGAG AT
681 691 701 711 721 731 741 751 761 771 781
1224
. o oy ) i
0 W A.u‘.ﬂ.l VALY J.L“..“‘A_.‘.UA.&AA.&&AM I _
GCAACATACCATCTCTACCGAC GAAGAAAAGAGTGC TGCCETGETCAACECCATT GG CC TG TACATG CCCCACC TTGGE GG TG CGGACC ARG AG TGGAGACAAG
791 801 811 821 831 841 851 861 871 881

GTCGG GG AGG CITE PTCC &6 AAGGTGATGG GG CCGGCGGE TCGGACGAGCCETG CC'AAGACC G GGG CTGAGC AGCATCC TGG T4

891 901 911 921 931 941 951 961 971 981
1224
612
0 > y
3C(C GCCC GCTGG CC GGGG AG AGCCCC A €6 TTCC AGATTTTC GACACC TC GCaG G ITG ATG CC(GA G GG cC G TG C
991 1001 1011 1021 1031 1041 1051 1061

TAE L6 iT G GGG GG € G TG T G TG C £ T L2 TE G&E e G T TC G G GG C TCHE € TT G
1071 1081 1091 1101 1Ll 1121

GG c G G T CT e LE6
113] 1141
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I\ Blgsyl(l?t%m " IRAKO20A19_A5A5_M13(-40)_B10_04 Inst Model/Name 3500/3500 Instrument
IRAKO20A19_A5A5_M13(-40) Jan 07,2015 01:54PM, JST
SINGT2AT72T:60C62 . b pro KB_3500_POP7_BDTv3.mob Jan 07,2015 02:32PM, JST
KB.bcp Pts 1364 to 12970 Pk1 Loc:1341 Spacing:11.29 Pts/Panel1350
KB14.18 Cap4 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 5.4 HiSQV Bases: 985 Plate Name: 20150107_mix
C.GGC T C TG C TIATATACG ACTCACTATAG GG ICCACT T TG TIAL G AAGCTGGG TACGCGT GCTTGGGCCCC TCG AGGG /ITACTCTAGLGCGGCCGEICCITTT
1 10 19 28 37 4 55, 4 - T3 82 91 1 10¢
atfes A Hmd? Al o2 Xbal ety | Ao
1082 oy (318
o (gt MMl Wl Ahlnﬂﬂlhhhﬂﬂllthdhﬂl‘
o SOBOe ool NI, V0 VYA AUV UYYERU T MM
TTTTTEDTTE T TE TTAGAT TATAT T EE TCAGGGTAT CAGAGCG GGCACTTGGGGGTGGGGGTGGAGGGGTGGC CCCCACAGGC
) 118 127 136 145 154 163 172 181 190 199 208 217
1082

3 T

TACTGAGFTGGCCCGGGTCACCG TGGTGCCCTCCAG TGGAGCCCTGAGTCCCCC GCAGAGGGCAGGAGGGAGAGATGGCCGAGGCTCATGCGGGEGCCAGT CCCCAGCT

226 235 244 253 262 271 280 289 298 307 316 325 334
1082
541
0 snBiafnSinsmnlidmpann sl \AalintomhrmalnalnbestuaPnssnanopssnnsaslalinesssofehshai ot saitane o, A
GGGCCCCTCCCAGGCGTGGCCCACAGC TCCCTCTCCTCAGGCCC TCGGGEGTGTGAGATGCTGCGGLCAGC TGTGTGGGTGGGGGIGGTCCC TCACGTCCTCTCCCCCATTCCTICT
343 352 361 370 379 388 397 4086 415 424 433 442
1082
541
O ANDLANAD OO P AV V. VAV AN VNV Y . Vo o Vo -V N VAP VaPWAVW.N PN Oanano VAV NN .} oo .
EETTET TEE GGCCTTCCTGGGCCEGG CETC GTGCAGCCAGGCTGGGEGGACAGAGTTCLCCCCC GCTG *GACAGGAGGGGTCTCAGGCGGC TTELETELTC U
451 460 469 478 487 496 505 514 523 ) 532 541 550 558
1082
541
0 = & ; : i ' " = .
CTCCTCCAGCTGETTCATGGTCTCLTCE GCTG AGCAGGTTCTCCTGGATTTCCTGGGICCGTGCTGGGCTCAGGGGGCCGCCCCCTGGGACCCCATCCCCATCTC
568 577 586 585 604 613 622 631 640 649 658 667
1082
541
0
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N Applied

A - Y Biosystems IRAK020A19_A5A5_M13(-40)_B10_04 Inst Model/Name 3500/3500 Instrument
S IRAKOZ20A19_AS5A5_ M13(-40) Jan 07,2015 01:54PM, JST
S/IN G:72 A:72 T:60 C:62 KB_3500_POP7_BDTv3.mob Jan 07,2015 02:32PM, JST
KB.bcp Pts 1364 to 12970 Pk1 Loc:1341 Spacing:11.29 Pts/Panel1350
KB 1.4.1.8 Cap4 Version 5.4 HiSQV Bases: 985 Plate Name: 20150107 _mix
3AG GAGGELCECECCECCAT TGTC TTECTE CEC CEG GAL GCTGCTTCAGGE BCAGE ACT TTCCGA 266G C6 TEGCA GCEAG L T'GGCOE TCEEE GCETGE GTE TG
676 685 694 703 712 721 730 739 748 757 766 775
1082
541
0
20 AAGGGCAGGAG GTCACTGAGGATTC TCTCCGTCCGG GCATCAGC TG G AGACGTCTCTCEGGCCACCATIGC CGTTC TCAGAGC TGC TGAG G AGGEGIT TC T CGG
784 793 802 811 820 829 838 847 856 865 874 883
1082
541
0
GGTGCET GC 1C GGECTE GG C (CGGEGCTTA CGGCGEAGAGGECA GEGGCAGEGACTTTCAG GG AT CGGCA G TCTTICAG TGAMTG GIGACE BCA S TTETTT
892 901 910 919 928 937 946 955 964 973 982
1082
541
0
e B C'TCCC C ACAGTCCT G TG CCCAC C AGC TIC GTATIATT (T IGGEG CC TCTE TG G TCLC C A GEGT G. G ACCG TIAAG GGE TTTGEETEA IT1
991 1000 1009 1018 1027 1036 1045 1054 1063 1072 1081 1090
1082
541
0
CE T GG GOFA CC TTCCEE GGECGE TTIC T TG € GeE & ZeCTICGMA B CCHT G ¢ g AL B
1099 1108 1117 1126 1135 1144 1153
1082
541
0
1082
541
0
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