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

RIKEN_Clone_ID : IRAK135P02 Lotd#: 7893 ATET
Vector : pPCMV-SPORT6 Gene PLEKHG4
Accession No. | BC063501.1 4476 bp
cDSs 3576 bp
@ Plasmid DNA purification
Date : (70509 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: (70hH (0 Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (7051(0

DNA concentration (0.D.): 36 ng/ul

< Size of fragment expected from this clone >

e ]

DNA 2 ul

Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRl 7.0, 19 kb

Buffer H 1 ul Xhol 8.9 kb

dH,0 5 ul EcoRI + Xhol 4.3kb (Vector) 27.19kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer
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Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : [705\3—
@ Confirmation of the insertion sequence DNA (36 ng/ul) 72.0 ul
10x TE /0.3 ul
Date :|7(5 || dH,0 21-3
Total /03. é ul
Primer A Reverse2
Primer B M13 @ Shipping
Primer C =
List of http://dna.brc.riken jp Conc.: 295 n / -Q. Volume : 40_11 Q2
Sequencing /en/GNPclone3en.ht
Primers ml pcgnn 5 ns‘ “ ’Z Moleimaent ¥ “_a

APPROVED BY :
http://dna.bre.rikenj




Applied IRAK135P02_A7E1_Reverse2_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument

: BIOSyStems IRAK135P02_A7E1_Reverse2 May 11,2017 09:51AM, JST
S/N G:18 A:18 T:17 C:27 Primer A : Reverse?2 KB_3500_POP7_BDTv3.mob May 11,2017 10:17AM, JST
KB.bcp ’ Pts 1471 to 14054 Pk1 Loc:1448 Spacing:12.76 Pts/Panel1350
KB14.1.8 Capi 5 GCGGATAACAATTTCACACAGG 3 Version 6.0 HiSQV Bases: 1002 Plate Name: 20170511_mix
| CAGGACCACITIT GGG CC TA TTTAGGT GICACTA TAG ARCAAGT TTG TAC GECAG GCTGGTAGL G GTLLG G AMTTLCCG G B AT ATL GTOGAL|CCACGEE TCCGEE GACG O |
1 10 19 28 37 46 a‘ttB155 64 Lpnl T3 ECC’EP?S-MTECOQF]T S 1 [L00 109 11
fec
W g
IGGECTG TCCGACTTCACG GTTCCCCGCGGC TCGGCCCG GGGGCGCCTE ARTTGCAGT TCCT GTGCCCTGECACTA AGACTG GCACCTCCTECG GCCCATGCCE TTCGCCTGE
8 127 136 145 154 163 172 181 190 199 208 226
0 " o~
1130 bennZzy 5C06 501.1 (1 )
0
TTGCOCACTGAGTCCCAC TCGACTGT CTTCAGCGE GGT TCACAC TGAGACCCAG CCCTCTCCCGCTG GCCOCG AGCAGGCCCACCTTTAGGAGGGCGTGAT GG GGCCCC
235 244 253 262 271 280 289 298 307 316 325 334
1130
R
lh AU A AV 0 APRRRAA AR AR R AAAN A
TGG AG? TG GEGATGAGTCCCCAGACTC TCAGGGECEATGECACCGACTGGAGATTTGEC TGTGTGCAGTTTCAGGGATGCCTGE G GGG~ GG CETGCTTCCCA GATGCAY
352 361 370 379 388 397 406 415 424 433 442 451
1130
ko At oo el i
A VA AUV ATV o TS MU AV W 1
SGTTAAC GACC CA CETCOTCEAACACCAD CAGCCGGEGR AL CAGGATGAGGAGO TAGAGCEICAGCCEC TTETLE CAGS TTCEAGT TACCTCCAGCT GCA GATE CGG
460 469 478 487 196 505 514 523 532 541 550 559 56¢
1130 l
0 0l O AR o A
WA AW hmm i L ANV ¥ AN VA A A, VA AN ANV A Y e VYA
GG GATGCECCAGAGE GGCACAG T GCTECTCAGTCCTGCTCAGAAGUGCCAGES CCC TCTHGAS TG GAGAG TETECTATGE CCEATE TCCTECEAC CTCAGS TTG GLACA |
3 577 586 595 604 613 622 631 640 649 658 667 676
S Lttt o
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égspglflft%ms IRAK135P02_A7E1_Reverse2_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument
' IRAK135P02_A7E1_Reverse2 May 11,2017 09:51AM, JST
S/N G:18 A:18 T:17 C:27 KB_3500_POP7_BDTv3.mob May 11,2017 10:17AM, JST
KB.bcp Pts 1471 to 14054 Pk1 Loc:1448 Spacing:12.76 Pts/Panel1350
KB1.4.18 Cap:1 Version 6.0 HiSQV Bases: 1002 Plate Name: 20170511_mix
S GG TG AGCAGTGACACCCCAG GECGTAGGETTEGTAGGGGAC CCAGGTCCAAGEAGGECEGATECCATCTGGCTTGAGCCCTGE GGCAT TG GFCAGE GACCCTGTGEECCTTGE
685 694 703 712 721 730 739 748 757 766 775 784
1130
MUMMWWWMMMMMMMWhMM
G ACG CTTTATCAGAAAT GETGECT GGAGGUAGHCCCCAGTG CATCC GGCCTECUTAAGCCTGC TG ACTGCCTCOTG ECCCARGACCTETE T IGGEGAGCTGCT
793 802 811 820 829 838 847 856 865 874 883 892 9
1130
565
0 / { , .
G GQCAGTEGTATGGECCACC TTGCCAGGE ACTC GG GATG TC AR GG CCEGGC AGTEC TGCT ICTGTGTECCCACAG CCC AGCCTEG CCTTCAG TC TGAG TGC A
01 910 919 928 937 946 955 964 973 982 991 1000
11,30
565
GCAGC LT A @ AMETC ATEE 6 CCETCE TE CTET ACE TG T GAA G EA TCCE € AGG CCE G G TACA GGCACT G § ACTE acag TEEg Tag T 6
1009 1018 1027 1036 1045 1054 1063 1072 1081 10¢
1130
565
0

30 1099 1108 1117 1126 1135 1144 1153
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Applied
Biosystems IRAK135P02_A7E1_M13(-40)_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrumen t

IRAK135P02_A7E1_M13(-40) May 11,2017 09:51AM, JST
S/IN G:11 A:14 T:14 C:17 Primer B : M13 KB_3500_POP7_BDTv3.mob May 11,2017 10:17AM, JST
KB.bcp i i Pts 1481 to 13999 Pk1 Loc:1458 Spacing:12.7 Pts/Panel1350
KB14.1.8 Cap2 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 940 Plate Name: 20170511_mix
[ - G GGTC € TTATAATACG AC TC/CTATAG GG:ACCAC T'T TG TACAAG GOT GG GTAC CEG TAAGETTG GGCCLE TOCAGE GITACTE TAGAGEG GEeGElecie TT T
1 11 21 81 41 attﬁi 61 Mlull Hind B A%ul Xhol 91 Xpa 1101 NotT |22
1022
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" Applied

/- Biosystems IRAK135P02_A7E1_M13(-40)_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrument
- IRAK135P02_A7E1_M13(-40) May 11,2017 09:51AM, JST
S/IN G:11 A:14 T:14 C:17 KB_3500_POP7_BDTv3.mob May 11,2017 10:17AM, JST
KB.bcp Pts 1481 to 13999 Pk1 Loc:1458 Spacing:12.7 Pts/Panel1350
KB14.1.8 Cap:2 Version 6.0 HiSQV Bases: 940 Plate Name: 20170511_mix
"GTTGCACATGT AG GTTGGAGGTAGCCCAGGTGTC AGE CACACCETE GTCACACCAGATCCAGAG AGGC AATGT TCETTG GAGC TGCAGGCTGET GG ATCT ACTGEC TCG TC
581 691 701 711 721 731 741 751 761 771 781 79
1022
o) \ JE
A A N A U WP AT AN AV AR SRV N A L W AT L (92 TV VT N W
CAGTCCCGEGCTCAGACACAGGGTAA GTCCTCCAG GECC

CTA CCCAGGGC CTGCCCTGACACACAG CTGCTE TCAGAGCCACTEGAGCCACTGGCTGAT GGGCE ITT GG
831 B41 851 861 871 881 891

11 801 811 821

GACGAG ATCTCTGAGTCCT C AGCAGTC GAG G CITEECCGCCCAA CCTCTECCCTCAGCLE TCCEAGT GC TECTTCCTECT GGG 'GC TGGGG ATTIC GGGGAC
901 910 921 931 941 951 961 971 981 991 1001

CCC GG AC € {IC G G GCTIGGGG TCTTCTGT A C GCITEGC A G TTE GG G ACCICLT TG G CC G ARGG C €6 TLICC C CG GGG G
1013 1021 1031 1041 1051 1061 1071 1081 1091 1101 1111

T 1CG G cccCcic CT & T G CE TGGE TLCT T GG TC¢C g & GeE ce 1 e € 6 cc TTG G T8 T ET & 6 G G
1121 1131 1141 1151 1161 1171 1181 1181

1209 1211
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