Genome Network Project Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN_Clone_ID : IRAL0O20L12 Lot#: 7566_A4Cb
Vector : pOTB7 Gene SOX9
Accession No. | BC007951.2 2214 bp 1.2214
cDS 1530 bp 230..1759
@ Plasmid DNA purification
Date: [403iC Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date: [403(2 Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (403 (%

DNA concentration (O.D.):__ [ 2 | ng/ul
< Size of fragment expected from IRALO20L12 >

DNA O ul
Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul BamHI 4015 bp
Buffer H 1 dl Bglll 4015 bp
dH,0 7.6 ul BamHI + Bglll 1615bp (Vector) 2400 bp
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 @ Adjustment of DNA concentration
Shipping amount : 40 ul
Date : [4}-0 3 (4 Concentration at the time of preparation of plasmid DNA : 25 ng/ul
Primer A pOTB7F Date : /#0317
Primer B pOTB7_R
Primer C - DNA (_IZ! ng/ul) &.p
List of http://dna.brc.rikenjp 10x TE 3p.7
Sequencing /en/GNPclone3en.ht dH,0 24f.5 ul
Primers ml Total 3(97‘ - il

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




Applied IRALO20L12_A4Ch_pOTB7_F_C05_08 Inst Model/Name 3500/3500 Instrument

'Biosyst
ystems IRALO20L12_A4Cb_pOTB7_F Mar 14,2014 10:36AM, JST
S/N G:238 A:271 T:187 C:35° Primer A: pOTB7-IF KB_3500_POP7_BDTv3.mob Mar 14,2014 11:05AM, JST
KB.bcp - Pts 1495 to 13180 Pk1 Loc:1472 Spacing:11.82 Pts/Panel1350
5 AACGCGGCTACAATTAA Y. ¥ .
KB 14.1.8 Cap8 ’ CAMTR TS0 Version 5.4 HiSQV Bases: 978 Plate Name: 20140314_GNP
‘ TAFIACICA 1ACG ATTTAG GT GICACTATAGAMCTCG G G 2T QCACAAGT PTGTALC AAGCAGGCTTGT CGACGGEC GVT CTATAACGGTCCTAAGGTAGCG
1 11 ~y 21 30 41 : 51 61 il 81 91 101 111
SP6 promoten BamH] (Bl MI3
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GGCCTGGGTGGCGAATTJGGCACGAGGC TCCTCCTCTCCAATTCGCCTCCCCCCACTTGGE AGCGGGCAGCTGTGAACTGGCCACCCCGCGCCTTCCT GTGCTCGCCGCGG
121 E:OR:LIBL 141 551 161 171 181 191 201 211 221
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TAGCCGGCCGACGCGCCAGCTTCCCC GGG AGCCGCTTGCTCCGCATCCGGGCAGCCGAGGGGAGAGGAGCCCGCGCCTCGAGTCCCCGAGCCGCCGCGGC TTCTCGCCTTTCC
231 241 251 261 2 281 291 301 311 321 33
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CGGCCACCAGCCCCCTGCCCCGGGLCCCGCGTATG TCTECCTECGACCCELT PEATG GATGACCGACGAGCAGGAG GGGCCTGTCCGGCGCCCCCAGCCECCACCATGTCCG
341 351 361 371 381 391 401 411 421 431 441 451

1100

=l il i

GGACTCCGCEGGGLTCGECCETGCCCGTCGGGC TCCG GETCGGACACCG AGAACACGCGGCCCCAGGAG CACGTTCCCCAAGGGCGAGCCCGATCTG G GGAGAGCGAG

461 471 481 491 501 511 521 531 541 551 561
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550 ‘ ‘
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GAGGAC GITTCCCCGT G TGCATELCGCEGAGGC GG TCAGEC CAGGTGCTC GGCTACGACTGGACGCTGGTGCCCATGCCGGTGCGCGTC CGGCTCCAGC ARG C
s 581 591 601 611 621 631 641 651 661 671
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Applied

. L12_A4Cb_pOTB7_F_C05_08 Inst Model/Name 3500/3500 Instrument
Bi m IRALO20L12_ 3 F_C05_|
GSyStAMmS IRALO20L12_A4Cb_pOTB7_F Mar 14,2014 10:36AM, JST
S/N G:238 A:271 T:187 C:351 KB_3500_POP7_BDTv3.mob Mar 14,2014 11:05AM, JST
KB.bcp Pts 1495 to 13180 Pk1 Loc:1472 Spacing:11.82 Pts/Panel1350
KB1.4.1.8 Cap8 Version 5.4 HiSQV Bases: 978 Plate Name: 20140314_GNP
GCCGCACGTCAAGCGGCCCATGARCGCCTTCATGG TGTG GGC GCAG GCGGCGCGCAGGAAGCTCGCGGACCAGTACCCGCACTTIGCACAACGCCGAGCTCAGCARG
681 691 701 711 Foi 731 741 751 761 771 7
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CGCTGGGLAAGCTCTGGAGACTTCTG CGAGAGCGAG GCGGCCCTTCGTGGAGGAGGCGG AGCGGCTGCGCGTGCAGCAC G GGAC CACCCGG
81 79X 801 811 821 831 841 851 861 871 8¢

T'TAC GTACCAGCCGCGGCGGAGG ! GTCGGTG G CGGGCAGGCGGAGGCAGAGGAGG CCACGGAGCAG ACGCACATC TCCCCCAACH
11 891 901 911 521 931 941 951 961 e e
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" Applied
' Biosystems IRALO20L12_A4Ch_pOTB7_R_D05_11 Inst Model/Name 3500/3500 Instrument

IRALO20L12_A4Cb_pOTB7_R Mar 14,2014 10:36AM, JST
S/N G:118 A:166 T:142 C:113 ) T — KB_3500_POP7_BDTv3.mob Mar 14,2014 11:056AM, JST
Primer B: pOTB7-R
KB.bcp Pts 1495t 11190 Pk1 Loc:1472 Spacing:11.9 Pts/Panel1350
KB 1.4.1.8 Cap:11 5 GTACTGCAGCCGATTCATTAATGC Version 5.4 HiSQV Bases: - 839 Plate Name: 20140314_GNP
' (IT CGGC 1A CCG GACTCACTAT GV G 7 ] TACCACTTTG G GCTGGGTCAGG CAGCT TG‘;C TETGSEC TITCATTIACC!
377 promoter? 4 Bl %5 282 © 7 Mi3rey 100 py- 5es =
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g}gg‘;&%m " IRAL0O20L12_A4Cb_pOTB7_R_DO05_11
IRALO20L12_A4Cb_pOTB7_R
SIN G:118 A:166 T:142 C:113 KB_3500_POP7_BDTv3.mob

Pts 1495 to 11190 Pk1 Loc:1472
Version 5.4 HiSQV Bases: 839

KB.bcp
KB 1.4.1.8 Cap:11

Inst Model/Name 3500/3500 Instrument
Mar 14,2014 10:36AM, JST

Mar 14,2014 11:05AM, JST
Spacing:11.9 Pts/Panel1350

Plate Name: 20140314_GNP

CCCAGAGGTGTCGGCGATGGGGETGTACATGGGGCGCTGAGCGGGGTTCATGTAGGTG COCTCGAGTAGAGGC CEGTGEECTGECOTEE CGCETGLECTGTAGTAGH
683 694 705 716 T2, 738 749 760 771 ¥
984
492 ‘ ‘
; ! Il e s e e e A e e
| CCTCEGAGTTCTGS GTEGTOG GTETAGTCGTACTG TGAGCGGGTGE ATGGGCGGGTAGGAGGGEGGCTGTAGTGTG G GGTTG : GCGGG
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