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

RIKEN Clone_ID : IRALO17M04 Lot#: 7566_A7En
Vector : pOTB7 Gene NMT2
Accession No. | BC006376.2 2512 bp
CcDS 1497 bp
@ Plasmid DNA purification
Date: 170523 Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date : {70525 Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: (70525

DNA concentration (OD.):__ 6% ng/ul
< Size of fragment expected from this clone >

DNA 0. ul

Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul BamHI 4.3 kb

Buffer H 1ul Bglll 4.3 kb

dH,0 7.4 ul BamHI + Bglll 1.6kb (Vector) 2.7 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

M BamHI+Balf

BamHI
BallL

u-c

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

@ Adjust plasmid DNA solution to 25 ng/ul

Date : |53 l
@ Confirmation of the insertion sequence DNA ( _\6Y4  ng/ul) 250 ul
. 10x TE 05,7 ul
Date : {7530 dH,0 Hi g
Total R57.4 ul
Primer A pOTB7_F
Primer B pOTB7 R @ Shipping

Primer C - f
List of http://dna.brc.riken.jp Conc.: 295 n / U Q, Volume : 4Q_u 2

Sequencing /en/GNPclone3en.ht

Primers ml ClCono ng‘ i Q L b 2

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




pplied

f 2N Blosystems IRALO17M04_ATEn_pOTB7_F_A12_03_ABI24 - Inst Model/Name 3500/3500 Instrument
IRALO17MO4_A7En_pOTB7_F May 30,2017 06:07PM, JST
S/N G:44 A:81 T:58 C:67 Primer A: pOTRT-F KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp . o ) Pts 1429 to 13440 Pk1 Loc:1406 Spacing:12.0 Pts/Panel1350
KB1.4.1.8 Cap3 #AALGEGAETACAATTANPRCATRARR 8 Version 6.0 HiSQV Bases: 1010 Plate Name: 20170530_Cas9
GTZTCAAICACA TIACGBAT TTAG/GT G ICAC TATA G AACTCG AAG.C IT CCACAAGTTT G'TAC ] GCLGGCTTGT CGACGGOCAGTAACTATAALECT COTAAGGTAG

1 10 19 £ 4 55 73 82 91 ¥ 100 109

5P6 promoter~ BomH1 ottB, MI3Ful

1086
543

" rote i nd N i ah Jﬂmmlm‘utmme‘ uhdu e el

CGAGGCCTGGGTGGCGAATTC|GGCACGAGG|CGATGGCGGAGG ACAGCGAGTCT GCGGCCAGCCAGCAG AGCCTGGAACTGGACGACCAGGACACGTGCG GG ATAGACGGGG A
118 127 &0}2113é 149 154 163 78 181 190 199 208 217 226

- BC006376.2. (1~ )
1086 Veslop |

5 I | )

e TGCAGGAGGAGACGGAGCAC GCCF GG GTCCTGGAGGGTATTT GGGAGCC : G G G CAG GAG GG~LG ccC TTCCGGAGGCACC C
235 244 203 262 271 280 289 298 307 316 334

1086

Allht“ﬂ“ll“ﬂnﬂluﬂ“uﬂﬂlx dlmmMumnuhuthmuh. Anmdemmulmhn \

FTCAGACTLC GEGCATCTGATTCECCAGEGAGATT TTECAGCAGCETTCG TCECCAGTGTTCC TGCAG GTTGCAGGATATCCAGAGAGC TGGAGCTGCT T(.CGC
343 352 361 370 379 388 397 406 415 424 433 442 451

1086

xnuumlmnm

TGCCAGGGCCCAGCLCAGGAACATTGATGAGGCTGC GCACAGATACCAGTTTTGGGACACAC CC GETRACC TAGATG GTEAT TCTGATGET & i ¢
460 469 478 487 496 505 514 523 541 559

o l i u WWMMWWMMWMMWM

G CCAGAT GAC CGEGTACGCC G CCGTATTCTT TGCCACAGGG TTTTATGTGSGALZACT TTAGACT TECAGTGATGCESG GTGE T.C GGAGTTATACACGTT
586 595 604 613 622 631 640 649 658 667 676
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. Applied
Bl osystems IRALO17M04_A7En_pOTB7_F_A12_03_ABI24 Inst Model/Name 3500/3500 Instrument

IRALO17M04_AT7En_pOTB7_F May 30,2017 06:07PM, JST
SIN G:44 A:81 T:58 C:67 KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp Pts 1429 to 13440 Pk1 Loc:1406 Spacing:12.0 Pts/Panel1350
KB 1418 Cap3 Version 6.0 HiSQV Bases: 1010 Plate Name: 20170530_Cas9
G T GAGA ATTACGTAGAAGAT GATGACAATATGT TCCGATTTGAC TAT TCACCCGBAGTTCCTGTTGTGGGCTCTGCG TCCACGCAGGCTGGBETCCTGLCAGTEGCH
685 694 703 712 721 730 739 748 757 766 715 784
1086
o N )
WINS MM M A0 . allo ok Y
C'TELT G/6C BT CAGAGTETE T'TC ACTG GTCGGGTTCATAAGTGECATECCAGCE CATTCGGATT TATGACAGTGTG G Al TG 6T AG T G
793 802 811 820 829 838 847 856 865 874 883
1086
. MMMWWMMMMMWMMM
CTTTETTTGTE T TEAT ARG G TTE AGATE G ACEG EGTAGCCCCAG TECTAA TCL G GTG C C TGG e THE T Te T
892 901 910 919 928 937 946 955 964 973 982
1086
0" o0 Woli000 e 260 el a0 et N Xm0
CTGTGTACACCGE CGESE AG TEE TITC TTCC T 6 & B AT ATG C T AGC T EG ; ¢ Get
991 1000 1009 1018 1027 1036 1045 1054 1063 1072

G G TG KPR S M A B i G T -G i TH TElH AR T 0 cc G G CA CC TG GG € TT TA IC G
1081 1090 1099 1108 1117 1126 1135
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Applied

gl ot IRALO17M04_A7En_pOTB7_R_B12_06_ABI24 Inst Model/Name 3500/3500 Instrument
.= Blosystems IRALO17M04_A7En_pOTB7_R May 30,2017 06:07PM, JST
SIN G:97 A:131 T:145 C:172 Primer B: pOTBT-R KB_3500_POP7_BDTv3.mob Ma y 30,2017 06:34PM, JST
KB.bcp Pts 1424 to 13577 Pk1 |. 11401 Spacing:12.06 Pts/Panel1350
KB 1418 Cap6 5 GTACTGCAGCCGATTCATTAATGC 3 Version 6.0 HiSQV Bases: 997 Plate Name: 20170530_Cas9
- ‘ y : : T a I G 2CC6 CCRCTTT GCTGGETCAGE GC TATG
19 28 Vv 37 55 73 100
17 Pyomotek B%Ml- at%qu MB rev PI S\Cb El
966
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o SNl .\. 0000 m\.u Loy IV VAL u W UTYUTVUUVY
C GITTTTTTTTT TTT T TT T T TTTT T GAGACGGAGT CTCACGCTC TG TCACCCAGGCTGGAGTGCAGTGGCTCGATCTCEGGET
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Lok < __B,Bcooca?é 2 (m25|1)
96

= l‘llllllﬂlll]llllklllA‘llllllxlllllllllllllllllllllllll lﬁl!l»l l AAl l‘l]A“‘lAlll‘! Akl lAlll‘ lxllﬂ lAlA

966
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TGGGGTTTCACT TGTTGGCC G TGGTCTCGATCTCCTGACCTCATGATCTGCCCACCTTGGCCTCCCAAAGTGCTGGGATTACAGGCECGTGAGCCACCACGCCCGGCCLTC
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Ap
»\ BIOSYStEITIS IRALO17M04_A7En_pOTB7_R_B12_06_ABI24 Inst Model/Name 3500/3500 Instrument

IRALO17M04_A7En_pOTB7_R May 30,2017 06:07PM, JST
S/N G:97 A:131 T:145 C:172 KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp Pts 1424 to 13577 Pk1 Loc:1401 Spacing:12.06 Pts/Panel1350
KB1.4.1.8 Capi6 Version 6.0 HiSQV Bases: 997 Plate Name: 20170530_Cas9
GT. GATACCATGTAAGGTGATAC CAGT TTTCCAAATGGAT CTT T TGTTET GT TACATGGAKC TGTACCAT CAC TTAAG CAG T:GCAG CAATT T T
6 685 694 703 712 721 730 739 748 757 766 775 784
966
0
STCEACA GR- GATT TTCTTACAT GACTCTGTAACT TC TACTTAG TCCATAGAAAAACAGTCCCTTTTICTAAGGGTG ATACCTCTTCAAGAGACAGGC
793 802 811 820 829 838 847 856 865 874 883 892
966
W WMMMM
0
i didle \ VAT GTGCTETTTG TAGCE T TTECATCC € TCCCCACAARATA G TECAAC : T GAA & TTT ATTCTABET ;
901 910 919 928 937 946 955 964 973 982 991 1oc
966
483
O —
DG TETCAGCATGE TEGAC TTTGTCATCAT TETGEA TATCGACTALG TTE T PCAC TEAR T GTESEC IT TLA T @ TICETT GG T G
10 1009 1018 1027 1036 1045 1054 1063 1072 1081
966
483
0
G
1090 1099 1108 1117 1126 1135 1
966
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