
Ciona intestinalis EStt Clones:HearL

RIKEN c!one lD:CiBD016C12
Vector:pBluescript Ⅱ SK(― )

● Plasmid DNA purincation

5LEST KhC10:531551.532249
3:¨ EST Knじ lU:o3u154 53U093

′77∂ ul

Date:/≠ ′争2ノ Culture:LB(100 ug/ml Ampicillin)3 ml ‐→37°C O/N

Date: //θ グフ2   Puriflcation:QlAGEN Miniprep kit→ >dH20 100 ul

●Digestion by restriction enzyme/Concentration ca‖ bration

Date://ク タZス

DNA concentraJon ⑬.D)22ム 77 ng/J

′J ul

Enzyme(Pst Iす KpnI) 05+0.5 ul

Bufferヽ 日 l ul

dH20 7J ul
Total 10 ul

Electrophoresis: 1%agarose gel,l X ttAE Buffer

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

50-→ | 40

20
30-→|

15-→| ← 12
10-→|

05-|

〈Expected digestion pattern〉

‖nl口 pw旦1 2ppl lp

●Attust plasmid DNA so:ution to 25 ng/ul ～preparation for shipping～

Date : //θ Jθ 7    shipped:25 ng/ul,40 ul

Final concentration:25 ng/ul

DNA(2フ′?夕 nノ ul)

10XTE

g7_θ

/2j2.3 ul
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I PrOiect:GNP

ISamp:e:6731_CiBD016C12_Reverse2.C07_11042810QX
IResult:6731二 CiBD016C12_Reverse2.C07_11042810QX

System:System l Operator:1.110428.furul

instrument:System l(Ver.9.0.25)|

Ana:yzed I⊃ ata                vettο Υ← |_

∧ na!yzed:Data

Ana:yzed IData

Analyzed l⊃ ata
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|::‖illil:ll…ciBD016C12_M13.D07_11042810QX
System:System l

∧ nalyzed i⊃ ata

Anaiyzed!⊃ ata

Anaiyzed i⊃ ata

Operator:1.110428.furul

lnstrument:System l(Ver.9.0.25)|
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cibd016c12 5EST vs 6731 CiBD016C12 Reverse2.C07 11042810QX  A■ ignment

[ GENETYX : Homology Data ]

2011/04/28 16:40:56

Date : 2011.04.28

Query Sequen9e
Fi■ e Name
Sequence Name
Seqtlence Size

Target Sequence
Fi■ e Name
sequence Name
Sequence Size

cibd016c12 5EST
700

673■ CiBD016C12 Reverse2.C07 11042810QX
6731 CiBD016C12 Reverse2.C07 11042810QX
725

TVAATAGTT AATATGCAAA CTAGATATAG
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TAAAATAGTT AATATGCAAA CTAGATATAG

TGTACAAGGT GGTATTACAT CTAGACTGGT
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TGTACAAGGT GGTATTACAT CTAGACTGGT

TTTCTGCTCG AGGAAATTAT CAACAGAAGT
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TTTCTGCTCG AGGAAATTAT CAACAGAAGT

ATGGTTGAAT AAACCAAGAC AGApAcTTGT
IIIIIIIIII IIIIIIIIII IIIIIIIIII
ATGGTTGAAT AAACCAAGAC AGAAACTTGT

TGTTCTAAAA CACATCAACA AAAGCAAGTA
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TGTTCTAAAA CACATCAACA AAAGCAAGTA

TTTCCTTTTT ACCCCTCTGC TGTGCTCTAC
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TTTCCTTTTT ACCCCTCTCC TGTCCTCTAC

AATTGAACCT GTCCGAAGCA ATTACTTCCG
IIIIIIIIII IIIIIIIIII IIIIIIIIII
AATTGAACCT GTGCGAAGCA ATTACTTCCG

TGTACAGCTT GACCCAAAGT CAAAGACATT
IIIIIIIIII IIIIIIIIII IIIIIIIIII
TGTACAGCTT CACCCAAAGT CAAAGACATT

CTTGTATCAT CTTAAATACG ACAAACTAGT
IIIIIIIIII IIIIIIIIII IIIIIIIIII
CTTGTATGAT CTTAAATACG ACAAACTAGT

TCGGAATACC T― GGGGTAAA GGAGCATGCT
IIIIIIIIII I IIIIIIII IIIIIIIII
TCGGAATACC TGGGGGTA3_A GGAGCATGCC

Un■ t Size to Compare
Pick up Location No.

Query Range: 1 - 602
Sbjct Range: 121 - 724
604 bp′  INT.Score: 2104′  OPToScore: 2369
工dentity: 599 / 604 (992)
Strand: P■ us / P■ us

Query  l    GGGTTTTGCT
IIIIIIIIII

sbjct  121  GGGTTTTGCT

Query  61   CATGTGAAGC
IIIIIIIIII

Sbj ct  181  CATGTGAAGC

Query  121  TGGTTGGGAA
IIIIIIIIII

Sbj ct  241  TGGTTGGG_RA

Query  ■81  ATTCACTTGA
IIIIIIIIII

Sbjct  301  ATTCACTTGA

Query  241  GGAGCTACAG
IIIIIIIIII

Sbjct  361  GGAGCTACAG

Query  301  CGCGAAATCA
IIIIIIIIII

Sbjct  421  CGCGAAATCA

Query  361  TTCGAAGCAT
IIIIIIIIII

Sbj ct  481  TTCGAAGCAT

Query  421  TCTCACATGC
IIIIIIIIII

Sbj ct  541  TCTCACATGC

Query  481  AACCTGATAA
IIIIIIIIII

Sbjct  601  AACCTGATAA

Query  540  AGTAATACTT
IIIIIIIIII

sbjct  661  AGTAATACTT

Query  599  AGAT  602
1111

sbJct  721  AGAT  724

一一　

〓

TTTAttnTTA
IIIIIIIIII
TTTAVnTTA

TAGACAACAT
IIIIIIIIII
TAGACAACAT

TGCCCCAACT
IIIIIIIIII
TGCCCCAACT

GATTCTTGGT
IIIIIIIIII
GATTCTTGGT

TGATGTTGTA
IIIIIIIIII
TGATGTTGTA

AACTGTAGGT
IIIIIIIIII
AACTGTAGGT

CAATGTGCAA
IIIIIIIIII
CF_ATGTCCAA

AACATGCCAG
IIIIIIIIII
AACATGCCAG

TATT― GGTGT
IIII IIIII
TATTGGGTGT

TTCTTTCTTA
IIIIIIIIII
TTCTTTCTTA

TTATTШ TA  60
11 11 11 11 11
TTATTAAATA  180

ACACCAGTGT  120
1111111111
ACACCAGTGT  240

GATGATGAAT  ■80
1111111111
GATGATGAAT  300

ACTGGTTGGG  240
1111111111
ACTGGTTGGG  360

GTTGTAAGTC  300
1111111111
GTTGTAAGTC  420

ACACTTGAGT  360
1111111111
ACACTTGAGT  480

GACTTTCACC  420
1111111111
GACTTTCACC  540

AGTGCTGTGC  480
1111111111
AGTGCTGTGC  600

CGGAGCTGTG  539
1111111111
CGGAGCTGTG  660

AGGAGCTTTC  598
111111 1.|

AGGAGCCTNC  720

1



cibd016c12 3EST vs 6731 CiBD016C12 M13.D07 11042810QX  A■ ignment

[ GENETYX : Homology Data ]

Date : 20■ 1.04.28

2011/04/23 16:46:12

Un■ t Size to Compare = 6
Pick up Location No. = ■

Query Range: 3 - 539
Sbjct Range: 89 - 626
538 bp′  INToScore: 2■ 20′  OPT.Score, 2133
1dentity: 536 / 538 (992)
Strand: P■ us / P■ us

Query Sequenge
Fi■ e Name
Sequence Name
Sequence Size

Target Sequence
Fi■ e Name
Sequence Name
Sequence Size

Query  3

Sbj ct  89

Query  62

TTGTTT― AAA
IIIIII III
TTGTTTAAAA

TTAAAGTAAT
IIIIIIIIII
TTAAAGTAATSbj ct

Query

Sbj ct

Query

Sbj ct

122  AATTACATTT
IIIIIIIIII

209  AATTACATTT

182  A3_TATGATT
IIIIIIIIII

269  AAATATGATT

Query  242  GATTTAGTGG
IIIIIIIIII

Sbj ct  329  GATTTAGTGG

Query  302  TACACATGTA
IIIIIIIIII

Sbj ct  389  TACACATGTA

Query  362  AATAATGTTG
IIIIIIIIII

Sbj ct  449  AATAATGTTG

Query  422  TTTTTATGAT
IIIIIIIIII

Sbj ct  509  TTTTTATGAT

Query  482  ATTAAAAACA
IIIIIIIIII

Sbj ct  569  ATTAAAAACA

: cibd016c12 3EST
: 560

: 6731 CiBDO■ 6C12 1V113.D07 11042810QX
: 6731 CiBD016C12 M13.D07 11042810QX
: 626

GGGTTTATAA ATTACATCAT
IIIIIIIIII IIIIIIIIII
GGGTTTATAA ATTACATCAT

ATAACTAACA GTTTTACACC
IIIIIIIIII IIIIIIIIII
ATAACTAACA GTTTTACAGC

TCTGCTGTGG TAAATAATCC
IIIIIIIIII IIIIIIIIII
TCTGCTGTGG TAAATAATGC

ATAAGCTTCC GTGTAGTCTA
IIIIIIIIII IIIIIIIIII
ATAAGCTTCC GTGTAGTCTA

AATGAGTATA AGGGTTTTTC
IIIIIIIIII IIIIIIIIII
AATGAGTATA AGGGTTTTTC

TTAAAAAAGC TATAACAAGT
IIIIIIIIII IIIIIIIIII
TTAAAAAAGC TATAACAAGT

CATCCAGGTA TCAAAATACA
IIIIIIIIII  IIIIIIIIII
CATCCAGGTA TCAAAATACA

TTACTTTAAG AGGTAAAAAT
IIIIIIIIII IIIIIIIIII
TTACTTTAAG AGGTAAAAAT

CTTGTTATCT AGGAAAAAAA
IIIIIIIIII IIIIIIIIII
CTTGTTATCT AGGAAAAAAA

TGGTAAAATA ATGCACTTGA  61
1111111111 1111111111
TGGTAAAATA ATGCACTTGA  148

ATGTACAGTG TACAATGTCA  121
1111111111 1111111111
ATGTACAGTG TACAATGTCA  208

CC7ATTAGTAG GGTAGTCTTG  181
1111111111  1111111111
CGATTAGTAG GGTAGTCTTG  268

GTAACGCAAA
IIIIIIIIII
GTAACGCAAA

TGATGAATGA
IIIIIIIIII
TGATGAATGA

TCATACCATG
IIIIIIIIII
TCATACCATG

TATAAAAAAT
IIIIIIIIII
TATA呼¥VAT

TAAAGACTTT
IIIIIIIIII
TAAAGACTTT

ACTCTTTTAT
IIIIIIIIII
ACTCTTTTAT

ATGTAGTTCT
IIIIIIIIII
ATGTAGTTCT

GTACAATACA
IIIIIIIIII
GTACAATACA

ATATTTGAGG
IIIIIIIIII
ATATTTGAGG

GGTTACTAGG
IIIIIIIIII
GGTTACTAGG

GCTCTAGGCA
IIIIIIIIII
GCTCTAGGCA

GGTAAATGCT
IIIIIIIIII
GGTAAATGCT

ACATCGATAT
IIIIIIIIII
ACATCGATAT

TTACAArrAT  24■
||||||||||
TTACAAAAAT  328

TCTAACATAT  301
1111111111
TCTAACATAT  388

GTCAATTAAC  36■
||||||||||
GTCAATTAAC  448

TAACAAAACA  421
1111111111
TAACAAAACA  508

CCAATACTTT  481
1111111111
CCAATACTTT  568
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TATTTTTTTT TTGCATAN  539
1111111111 1111111.

TATTTTTTTT TTGCATAA  626
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