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

RIKEN_Clone_ID : IRAKO33F09

Lot#: 7566_A3Iu

Vector : pBluescriptR Gene SS18L1
Accession No. | BC034494.2 3718 bp 1.3718
cDS 1191 bp 56..1246
@ Plasmid DNA purification
Date: {30930 Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: |3 100 | Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (3100 |

-

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

DNA T
Enzyme (Sacll + Kpnl ) 0.5+05ul
Buffer L 1 ul
dH,0 7 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

< Size of fragment expected from IRAKO33F09 >

Sacll 5775, 933 bp
Kpnl 3955, 2753 bp
Sacll + Kpnl 2862bp (Vector) 2753, 933, 160 bp

Sacll+KpnI

Sacll
FFn I
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@ Adjustment of DNA concentration
Shipping amount : 40 ul

Date: (3]0 02 Concentration at the time of preparation of plasmid DNA : 25 ng/ul
Primer A T7 Date : {310 0%
Primer B Reverse?2
Primer C - DNA (_35  ng/ul) 77.0 ul
List of http://dna.brc.riken.jp 10x TE 10. 8 ul
Sequencing /en/GNPclone3en.ht dH,0 ___00.0 ul
Primers ml Total 07.8 ul

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




Applied IRAK033F09_A3lu_T7_G01_19 Inst Model/Name 3500/3500 Instrument

Biosystems IRAKO33F09_A3lu_T7 Oct 02,2013 10:37AM, JST
SIN G219 A:147 T:96 CH136 o 1 i KB_3500_POP7_BDTv3.mob Oct 02,2013 11:03AM, JST
KB.bcp Pts 1353 to 13500 Pk1 Loc:1330 Spacing:11.84 Pts/Panel1350
KB14.18 Cap:19 5 TAATACGACTCACTATAGGG 3’ Version 5.4 HiSQV Bases: 1047 Plate Name: 20131002_Mix
17 (ACG (CGG "G GLLGECCOCAT CTTCG TATAGCATACAT TATACG2AAGTTAT GGATCAGGCCAAATCG GCCG GCTCGAATTCGTCGAGAGCGGRGGGCAGCCGGRAGTAT
1 11 NotB1 31 41 51 61 It .1 EoRL 91 101
Bl el BLOFMIAL (1~)
| 1156 Insert J-
A NI o M V\/WWWW I
0 VAN Mm
CCACCTCGATGACCACGGGCTGAGCCCCGLGLCCGCCACC TGTCCGTGGCCTTCGCGTC TGCCCGGCCARGAGGCARAGGGGAGGTTACGCAGC CCATCCAG GATGCT!
121 131 141 151 161 kgl 181 191 201 211 221
1156
| 578
0

GG2CGAG CCACCACCTGATCCAGTGCATCCTGGAGTACCAGAGC GGGC GACGGCCEACTGCACGCAGTACCAGCAGATCCTGCACCGGAACCTGGTATACCT GGECACH
231 241 291 301 311 321 231 341

T T Ao

ATCGCAGACQT CCAACCAGAACATGCAGTCCCTGCTTCCTGCCCCGCCCACGCAGAACAT GRAGE T I GGECCC TGGABCCCIGAC TCAGAGCGGC TCCAGCCAGGGCCTGCACTC
361 371 381 391 401 411 421 431 441 451

B MJMMWMMMMWMMWMMWWMM\

TCAGGGCAGCCTGAGTGACGCCATCAGCACGGGCCTGCCACCCTCCTCCCTCCTGC CGECCAGATTGEGCAACGGGCCGAGC CACGTGTCCATGCAGCAGACGGCGCLTAAC
461 471 481 491 501 511 531 541 561

Id TN sl

CGCTGCCCACCACCTCCATGAGCATCTCTGGECCCGGC TACAGCCACGEGGG? CCCGCCTCGCAGGGCGTCCCCATGCAGGGGCAAGGCACCATCGE GCAACTACGTGTCC
571 581 591 601 611 621 631 641 651 661 671
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pllEd IRAKO33F09_A3Iu_T7_G01_19 Inst Model/Name 3500/3500 Instrument

BIOSVStemS IRAKO33F09_A3lu_T7 Oct 02,2013 10:37AM, JST
S/N G:219 A:147 T:96 C:136 KB_3500_POP7_BDTv3.mob Oct 02,2013 11:03AM, JST
KB.bcp Pts 1353 to 13500 Pk1 Loc:1330 Spacing:11.84 Pts/Panel1350
KB1.4.18 Cap:19 Version 5.4 HiSQV Bases: 1047 Plate Name: 20131002_Mix
[CCGARCCALCATCAACATGCAGTCCAACCCAGTCTCCATGATACAGCACGCAGGCGGCCACGTCGCACTACAGCTCGGCGCAGGGCGGCAGCCAGCACTACCAGGGCEAGTC
681 691 701 711 721 731 741 751 761 771 781
1156
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GTCCATCGCCATGATGGGGCAGGGCAGCCAGGG GAGCAGCATGATGGGGCAGCGGCCCATGGCGCCCTACCGECCCTCCCAGC GGCTCTTCCCAGCAGTACCTGGG
791 801 811 821 831 841 851 B61 871 881 891

1156
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CCAG GAGGARGTACTAT GGCGAGCAGTACAGCCACAGCCAGGG CGCC GC GG AGCCC ATGGE CCAGCAGTACTACCCC GACCGGCCATGE CGATT CEGCETACCA G
901 911 821 931 941 951 961 7. T 981 991 10¢

~AG TCATCC TACACCEGAG CAGAGCTACG ACCCGEGT CCITICG AGEGAGTCCACGCAGCACTACTATGE A GOBGEGE nACTCCC AG TACAG CCAGCC
3. 1011 1021 1031 1041 1051 1061 1071 1081 1091
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G GAG CC TTA CCCCCCGECGEG
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- Applied IRAKO33F09_A3lu_Reverse2_HO1_22 Inst Model/Name 3500/3500 Instrument

io
Bi syStems IRAKO33F09_A3lu_Reverse2 Oct 02,2013 10:37AM, JST
S/IN G:19 A:22 T:22 C:13 PrimerB : Reverged KB_3500_POP7_BDTv3.mob Oct 02,2013 11:03AM, JST
KB.bcp Pts 1339 to 13731 Pk1 Loc:1316 Spacing:12.0 Pts/Panel1350
KB 1.4.1.8 Cap:22 5 GCGGATAACAATTTCACACAGG 3 Version 5.4 HiSQV Bases: 1043 Plate Name: 20131002_Mix
GITCC CAATGIZATZZA GC CAAIGC TCGAAZTTAACCC TCACTARAGGGRA(HARAGCTGGT C_CGGGCCC"”CCCTCG GGITCAGGCCCTTATGGCCGGATCCAGCGCTGG 2GR
1 11 2% 31 41 51 61 kP’nI_ f‘tpﬁi 101 BamH_[ 111
1088
5 WMWMWNWWW’V\NMWW i
T T T TTTTT TTTTTTT TGATTTT TG LA BT TIATT il i Kot Foe) TACGTCAABACTCCGALTG TAACC GATAAGGATY
12180034494 13( ~3712) 141 151 161 171 181 191 201 221 p
™S >
Vects™ lnsert
: mfvw\/\wm I
FETTTTTARATGTACT G c1c CAAAT A ATTTGACC TGTTCAAT \ GTGGC TAAAA BTG TTTARAT A AT GG ACAGTCET CTT CTTTG!
131 241 251 261 271 281 291 301 311 321 331 341
mxzxzxnzmlmm/lgmwmm A A o ANDAR
[/
[ACAGT TTTGAAGGGGTGCCCCCTATTCACGCCTACACGTAGAAAARCCCT GAC TCAGAGGT TCACT TAACACTCCAACCATATGAGCGTATTAAGGTTTCT TTTCAGAT
351 361 371 381 391 401 411 421 431 441 451
1088
ol o A hHm Ui
o A U A s W A VAV A A
CTTAGGAGATCTTGTCCACCTTAATCCCATT CACAGATCTTAG GAGATCTTGTCCACCTTAATCCCATCATARAGACTGTTGGCATGAGTTCTGATETACTGT TTTAATAT GC
461 471 481 491 501 511 521 531 541 551 561 5
1088 \J
gt
: Y WVRAVN AN , A WY e N AV W WV
TGAGTACTGTTGATTCAACA ACAAACCT TAATGGGTGATGAGCTTT TGCATACCAATATGAATTTGTCAGCACTTETG CTEECEATCATTT TTCAAATT CAGAAT T
171 581 591 601 611 621 631 641 651 661 671 68
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Iled IRAK033F09_A3lu_Reverse2_H01_22 Inst Model/Name 3500/3500 Instrument

BIOS stems
¥ IRAKO33F09_A3lu_Reverse2 Oct 02,2013 10:37AM, JST
S/IN G:19 A:22 T:22 C:13 KB_3500_POP7_BDTv3.mob Oct 02,2013 11:03AM, JST
KB.becp Pts 1339 to 13731 Pk1 Loc:1316 Spacing:12.0 Pts/Panel1350
KB 1.4.1.8 Cap:22 Version 5.4 HiSQV Bases: 1043 Plate Name: 20131002_Mix
[ [GCTGGAT GTCAGGGAACAATAGGAAGAR GAAT GAGCCET CAAT TTTCATGTCTTCCTTTGCTTCT TCACTGGC CTTCCATAGAAGTAGT CAG c GLACCATC]

1 691 701 711 721 T 741 751 761 771 781 791
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= AC CACACT TCACAARTCAY P GTTG ECCTAARGTT TT GCTCAACATTCATATGACAG! : CTICCTE GCAT CAET T TECEE!
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1088
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AT GGACAGC ACAT T2 ARG AT ICCT G T TATTE TATATT ARC ABTC IT GTATAAATT A AT T GTiC(A ! A TETITCE
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1088
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26T GETT TTTTAZ T ATRFCAC CAZC A TTCA RGAITATT CCTITARATGCTA ACGICCATITT GRATTG? TTTTGG GG IT AAGT BT CCCTTTTTCTT TICCA G
1021 1031 1041 1051 1061 1071 1081 1091 1101 1111 1121
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