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

RIKEN_Clone ID : IRAK167G03

Vector : pBluescriptR

Accession No. | BC070066.1

@ Plasmid DNA purification

Date : 40820

Date : 4032

Gene ANLN

Lot#: 7566_A4Hk

4675 bp

1..4675

cDS

3264 bp

207..3470

@ Digestion by restriction enzyme/Concentrarion calibration

ng/ul

Date : (4032
DNA concentration (0.D.): 2b%
DNA 0.2 ul
Enzyme (Sacll + Kpnl ) 0.5+ 0.5 ul
Buffer L 1 ul
dH,0 7.8 ul
Total 10 ul

Purification : QIAGEN Miniprep kit —> dH,0 100 ul

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

< Size of fragment expected from IRAK167G03 >

Sacll 7665 bp

Kpnl 3815, 3850 bp

Sacll + Kpnl 2862bp (Vector)

3815, 988 bp

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

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

Sacl*KpnI

@ Adjust plasmid DNA solution to 25 ng/ul

Date : [40§ 2

@ Confirmation of the insertion sequence DNA ( 26%  ng/ul) L0 ul
, 10x TE 42,2, ul
Date : [4(0§2 | dH,0 7437 ul
Total 2].9 ul
Primer A T7 c[ q
Primer B Reverse2 @® Shipping
Primer C -
List of http://dna.brec.riken jp JConc. 25 ng/ 12, volume: 40 12
Sequencing /en/GNPclone3en.ht
Primers ml
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APPROVED BY :

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



égg/lgt%ms IRAK167G03_A4Hk_T7_A11_02 Inst Model/Name 3500/3500 Instrument
IRAK167G03_AdHK_T7 Aug 21,2014 01:28PM, JST
SIN G:172 A:211 T:181 C:221  Primer A : T KB_3500_POP7_BDTv3.mob Aug 21,2014 01:54PM, JST
KB.bcp Pts 1240 to 12212 Pk1 Loc:1217 Spacing:11.22 Pts/Panel1350
KB14.18 Cap2 5 TAATACGACTCACTATAGGG 3 Version 5.4 HiSQV Bases: 1014 Plate Name: 20140821_mix
cc C G (CGG 'GGCGGCCGCAT CTTCGTATAGCATACATTATACG GTTATG GEITCA GGCC TCGGCCGAGCTCG TTCGTCGAQAGCGGIGGCT TG GCCEC TG T‘-‘

il 11 Notl 21 31 G p a1 51 61 By 7t Sacl BlEc R1 91 101 111
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BiG TTT G CGGCTGCAGAGGCCGAGTCCGTCACTG G GCCGAGAGGAGAGGACAGCTGGTTGTGGGAGAGTTCCCCCGCCTCAGACTCCTGGTTTTT TCCAGGAGACAC
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1210
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0
CTE AGCTGAGACTCAC TTTTC TCTTCCTGAAT TTGAACCACCGTTTCEATC GTCTCEGTAGTCCGACGCCTGGEGGCGATGGATCCGTTTACGGAG CTGCTGGAGCGAACCC
231 241 251 261 271 281 291 301 3il1 321 331
1210
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GTGCCAGGCGAGAG TCTTCAGAG ATGGCTGAGAGGC CCACAGCAGCTCCAAGGTCTATGACTCATGCT GCGAGCTAGACAGCCACTTTCAG GC GT CCAG
341 351 361 3L 381 391 401 411 421 431 441 451
1210
o M l | | um \ l |
0 | | | VLYW VWAV
CAGCCCCTCTCTGGTGGTG GAG TECTTIGTACE MACCATEGCCATC : CGCTGTTCTGACAACACTG GTRAG CETTC"E TTGG : C CCAGI
461 471 481 491 501 531 521 331 541 551 561
1210
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TGAGTCGACATCTGC TCTTETTCTC CAAGT CETGTETCICC TCAG GTGE AGEC AC GCAGCAGATACCATCAGTGATTCTGTTGC TGTCCCGGCATCACTGCE TG
571 581 591 601 611 621 631 641 651 661 671
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pplied

IRAK167G03_A4Hk_T7_A11_02 Inst Model/Name 3500/3500 Instrument
BlosVStems IRAK167G03_A4Hk_T7 Aug 21,2014 01:28PM, JST
S/IN G:172 A:211 T:181 C:221 KB_3500_POP7_BDTv3.mob Aug 21,2014 01:54PM, JST
KB.bcp Pts 1240 to 12212 Pk1 Loc:1217 Spacing:11.22 Pts/Panel1350
KB 1418 Cap2 Version 5.4 HiSQV Bases: 1014 Plate Name: 20140821_mix

‘ 3GCATGAGGAGAGGGCTGAACTCAAGATTGGEAAGCAACTG CAGCC TECCTCAGTT CACGTATGC CT TG CAGAGCAACGETECOGTT GG GATAATGATC

681 691 701 711 721 731 741 751 761 771 781
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TGACAGATGACATTCCTE GCTCACTCTTCTCACCAATGCCATCAGAGG! GEETEETTECC U TCUCACAEC TC TC B TTTC TECETEEEC
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GTTGGCAG LAGGGGCCGTCTGGCC T Th £ T'EC T TTTGECT CE TGE GG AGATG TG Ti b bl CTCRTTT GC A CA (04 G'TG TAGEC G |
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Applied
Biosystems IRAK167G03_A4Hk_Reverse 2_B11_05 Inst Model/Name 3500/3500 Instrumen t

IRAK167G03_A4Hk_Reverse 2 Aug 21,2014 01:28PM, JST
S/IN G:136 A:244 T:173 C:1¢ Primer B : Rev KB_3500_POP7_BDTv3.mob Au 921 2014 01:54PM, JST
KB.bcp Pts 1189 to 12236 Pk1 Loc:1166 Spacing:11.15 Pts/Panel1350
KB 1.4.1.8 Cap:5 5 GCGGATAACAATTTCACACAGG 3" Version 5.4 HiSQV Bases: : 1001 Plate Name: 20140821_mix
G (Ca (CG T "AC I T T T GGG CET GG TACE LB GLGCECLCECE TC G GGITCAGGCC .G C
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Applied

: IRAK167G03_A4Hk_Reverse2_B11_05 Inst Model/Name 3500/3500 Instrument
Bio ms S e e
sySte IRAK167G03_A4Hk_Reverse2 Aug 21,2014 01:28PM, JST
S/N G:136 A:244 T:173 C.154 KB_3500_POP7_BDTv3.mob Aug 21,2014 01:54PM, JST
KB.bcp Pts 1189 to 12236 Pk1 Loc:1166 Spacing:11.15 Pts/Panel1350
KB1.4.1.8 Cap:5 Version 5.4 HiSQV Bases: 1001 Plate Name: 20140821_mix
TET CEATGTGCTTATTAACTE TTC TATATAAAATAT TGAACCCCCAAGTE TCACACATIGCCTCCTATETC CACATCAETTITCIGAAGACAGCC TCATH LT T
681 691 701 71 721 731 741 751 761 771 78
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PAAGCCAATATATATTTGCTATTTG GITE TEh T AT TA BT TGEITTETETA AACELET T AGACATT TEETTTCA GTACEE TAGT ETECRTAT
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CACGATC TCACAGCE T'TRCE CTACTGAGATTGGAC2A IGGCE TTTCTG TETEC ARCCOC TGAAAGACG TTGC TG E TTE AAG A GC TAY
891 901 911 921 931 941 951 961 971 981

IAECTCEE KASG G AC CTCAGS? BTG T ke T TE A AR TAITT G TCATG AAT CCTG T G T G TTT CThA EG TG G CC 1
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