Gene Engineering Division
RIKEN BioResource Center

e RIKEN DNA BANK clone name : pCMV-TUBA1A flag- C25F

@ Clone ID RDB _ 14142
@® Lot 14142 _ A6Dp

@® DNA Concentration

25 nanogram/microliter

@ Volume 40 microliter

@ Form DNA solution in TE buffer

@ Host DH5 alpha

@® Cuilture LB medium

@ Antibiotics 25 microgram/ml kanamycin

@ Purification

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 14142
(NEB#N3200L),
125 ng/well = .
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Erectrophoresis :

100

Restriction enzyme

nanogram DNA per lane :

Expected size of fragment

Pstl 5.6 kbp
Ndel 44,12 kbp
kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A

CMV-Forward

Sequence - E

Sequence — B

T7_20bp

Sequence - F

Sequence — C

SV40pro_F_V2

Sequence - G

Sequence — D

Sequence — H

APPROVED BY :

http://dna.brc.riken jp/index.html

% agarose gel , 1 x TAE Buffer




» Applied

w_0m<m.nm=_m D03180A3_A6Dp_3_CMV-Forward_C06_09 Inst Model/Name 3500/3500 Instrument
D03180A3_A6Dp_3_CMV-Forward May 11,2016 10:08AM, JST
SIN G:241 A:223 T:232 C:274 primernems A : EMV-Forwsed KB_3500_POP7_BDTv3.mob May 11,2016 10:34AM, JST
KB.bcp Pts 1615 to 12550 Pk1 Loc:1592 Spacing:10.91 Pts/Panel1350
KB1.4.1.8 Cap:9 5'-GCACCAAAATCAACGGGACTT-3' version 6.0 HiSQV Bases: 943 Plate Name: 20160511 kitaku
T € T € ¢ CCATTG iICGC TGGGCGEGGTAGGCGETGTACGGTG GG "GGTCTAT AT GCAGAGC TG GTTTAG TGAACCG TCAGATCCGCTAGCGATTACGC
1 10 19 28 37 46 55 64 73 B2 91 100
KheT
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C G CTCE RT T C.CCTE AR'T LGGIGAACATL AGCTGGAGC TCCACCG CGGTGGCGGCCGE C GTGAGTGCATCTCCATCCACGT TGGCCAGGCTGGTGTCCAGA
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TTGGC TGCCTGCTGGGAGC TCTACTTCCTGG CACGGCATCCAGCCCGATGGCCAGATGCL GTGAC GACCATTGGG GG AGGAGATGATTCCTTC CACCTTETTE

0 A T O
| & - B2y i = i - 56 L e s

: I ) | il

:TTATCACAGGC GG AAGATGC TGCC TAACTATGCCCGAGGGCACTACACCATTGGCAAGGAGATCATTGACC TCGTGTTGGACCGAATTCGCAAGCTGGEGCCGACCAGTG
442 451 460 469 478 487 496 505 514 523 532 541 550

1178
589
0

CACGGGTC TCCAGGGLETTCTTGEGT TTTC CACAGCTTTGGTGEGEGAACTEETTETGGGTTCACCTCCC TGCTCATGE GAACGTETCTCAGT TGATTAT GGCAAG GTGC
558 568 577 586 595 604 613 622 631 640 649 658
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D03180A3_ABDp_3_CMV-Forward_C06_09
D03180A3_A6Dp_3_CMV-Forward
KB_3500_POP7_BDTv3.mob

SIN G:241 A:223 T:232 C:274

Inst Model/Name 3500/3500 Instrument
May 11,2016 10:08AM, JST
May 11,2016 10:34AM, JST

KB.bcp Pts 1615 to 12550 Pk1 Loc:1592 Spacing:10.91 Pts/Panel1350
KB 1.4.1.8 Cap:9 Version 6.0 HiSQV Bases: 943 Plate Name: 20160511 kitaku
GCTGGAGT TCTCTATTITACCCGGCGC CCCAGGT TTCCACAGC TR TAGT TGAGCCCTACAACTCCATCCTCAC CACCCACACCACCCTG GAGCGACTETGAT TG

667 676 685 694 703 712 721 730 739 748 757 76
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» Applied

D03180A3_A6Dp_3_T7_20bp_G06_21 Inst Model/Name 3500/3500 Instrument
Biosystems P_°_ P
y D03180A3_A6Dp_3_T7_20bp May 11,2016 10:08AM, JST
S/N G:1095 A:1079 T:1156 C:1415 . KB 3500 POP7 _BDTv3.mob May 11,2016 10:34AM, JST
rimer name . T7_20b s = = ' 5

KB.bcp P B P Pts 1574 to 11082 Pk1 Loc:1551 Spacing:10.95 Pts/Panel1350
KB 1.4.1.8 Cap:21 5'- TAATACGACTCACTATAGGG-3' Version 6.0 HiSQV Bases: 873 Plate Name: 20160511 kitaku
a T ‘2C 16 G TIC TEATTAT TAAG GTACCG 66 Ao TAR TTATCE TCG TCATCC TTG TAAT T CG AGE TCGALG G TATC GATAAGE TTGATATCEAATICET 5 LAY

1 if | 21 KpnT \.:uww T SfeF\. 4L 51 61 sehoT  SulT' 81 4o I 91 bl 101

1116 _ —FAG
0
FGTFETTECTETCETITCOTTECCTCRCEE T PCCTETE CAG \TCLACAC C2 CECTECECETCATAATE CT' TCTCAAGGGCAG CCATGEGTEE TCACG GGEGELCTE TG ! CTCACETTE,|
b 5 i 131 121 151 1.6 i 181 191 201 211
\\i ; .
S—TUBATA REEW WM. pobeois  1495. ce)
1118
‘N » —» » » »» » — — »
. \
CTCCATCCCCTCCCCAACGTACCAGTG AAC? GGCACGTTTGGCATACATCAGG TC - i TTGTGGTCCAGGCGAGCCCAGGCCTCAGC . TGGCTGTGGTGTTGCTCAGCAT
223 231 241 251 T/n\nON. 261 271 281 291 301 311 321 3
1116
558 —
0 \ A
GCACACAGCTCTCTGTACCTTGGCCAGGTC TCCACCAGGCACCACAGTGGGAGGC TGGTAGTTGATGC CAACCTTG RAGCCAGTGGGGECACE TCCACAAACTGGATGGTACG
3 5 351 361 371 381 391 401 411 421 431 441
1116

e Il i M0l

CTTGGTCTTGATGGTGGC TGGCAGCATTGACATCTTTGGGAACCACGTCACCACGG TACAACAGG CAGCAAGC CATGTATT TACCATGGCGAGGGTCACATT TCACCATCT

451 461 471 481 491 501 a1 321 531 541 551
1116
0
GGTTGGCTGGC TCAAAGC GC TGEGETGATCTCTGEC TAL \AAGCTGTTCATGGTAGGCTTTCTCAGCAGAGATGACAGGGGCATATG TG GCCAGAGGG GTGGAT
561 571 581 581 601 611 621 631 641 651 661
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D03180A3_A6Dp_3_T7_20bp_G06_21 Inst Model/Name 3500/3500 Instrument

D03180A3_A6Dp_3_T7_20bp May 11,2016 10:08AM, JST
S/N G:1095 A:1079 T:1156 C:1415 KB_3500_POP7_BDTv3.mob May 11,2016 10:34AM, JST
KB.bcp Pts 1574 to 11082 Pk1 Loc:1551 Spacing:10.95 Pts/Panel1350
KB 1.4.1.8 Cap:21 Version 6.0 HiSQV Bases: 873 Plate Name: 20160511 kitaku

P ECE EEGATAGEGCCACCAGGT TECTCT GORATT CTGTCAGE TCAACATICAGGGEEC TCEATC AT CTCAG GG AAGCAGTG AT GG AGG AC AT LY GACET AT T
671 681 691 701 711 721 731 741 751 761
1116
TT 88 ¢ & TT TAGETTEE A€ el CHAGGTITTC T . TG T GAT TEE ol TEATMGA T TG
771 781 791 801 811 821 831 841 851 861
1116
558 . .
0 OO0 00 Feo st ap et o aTh, 0000 Jo0ol 0000 OO X000 3 SooX 00
SAGTGEC TCC AGGG TGG T GTGGGT GG TGARAGAICT ACATAGAAT TT TG T \\\\\\.\\\\\u
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» Applied

D Bi Om<m.nm=..m D03180A3_A6Dp_3_SV40pro_F_V2_C08_08 Inst Model/Name 3500/3500 Instrument
D03180A3_A6Dp_3_SV40pro_F_V2 May 11,2016 12:12PM, JST

S/N G:100 A:72 T:75 C:98 orimer name [ : SV4Opro F_V2 KB_3500_POP7_BDTv3.mob May 11,2016 12:38PM, JST
KB.bcp — =7 Pts 1586 to 12487 Pk1 Loc:1563 Spacing:11.05 Pts/Panel1350
KB1.4.1.8 Cap:8 5-TCGGCCTCTGAGCTATTC-3'  version6.0 HiSQV Bases: 842 Plate Name: 20160511 kitaku

cGAC ITTITITGG m_nﬂ GGCTITTTTGCAAGATCG AT CAAG AGACAGG RTG ARG GEITCGTTTICG
5 17 25 33 41 49

€ TGAT TG AACAAGATGGATTGCACGCAGGTTCTCCGGCCGC TTG|
57 65| Start 73 81 89 97 105

> Neo R\.NS.N

1758
0 @I
0
GGTGGAGAGGCTATTCG GCTATG ACTG GG CAC CAGACAATCGGC TGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAG ACCG 2CQ
113 121 129 137 145 153 161 169 137 185 193 201 209 217
1758

879
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TGTCCGGTGCCCTG TGAACTGC GACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGC TCGACGTTGTCACTG AAGCG GG GGGACY

225 233 241 249 257 265 273 281 289 297 305 313 321 329
1758
" el ! |
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ITGGCTGCTATTGGGCG AGTGCCGGGGCAGGATC TCCTGTCATCTCACC TTGCTCCTGCCGAG y: TECATCATGGETEATGE TGCGGCGGETGCATACGCTTG TECG
337 345 353 361 369 377 385 393 401 409 417 425 433 441 449
1758
879
0 . N VW) A
GCTACEETGEC CCATTCGACEALCE GC GAa L CATCGCATCGAGC GAGCACGTACTEGGATG GAAGCCGEGTC TTGTC GATC GGATG TCTGGACG AG AACATCAG GG GCTCAQG
457 465 473 481 489 497 505 513 521 529 537 545 553 56
1758
879
W M A A A A A A A A A A e A M S e M A
CGCCAGCCG TG TTEGCGE CAGGCE T GGCG AGCATGCCCGACGGCGAGGATC TCG TCGTGACCCATGGCGATGCCTGCTTGCLC G TATCATGGTGG . TGGC(
1 569 577 585 583 601 609 617 625 633 641 649 657 665
1758
879
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AN i
A %_wmu_“mmﬁmam D03180A3_A6Dp_3_SV40pro_F_V2_C08_08 Inst Model/Name 3500/3500 Instrument
o D03180A3_A6Dp_3_SV40pro_F_V2 May 11,2016 12:12PM, JST
S/N G:100 A:72 T:75 C:98 KB_3500_POP7_BDTv3.mob May 11,2016 12:38PM, JST
KB.bcp Pts 1586 to 12487 Pk1 Loc:1563 Spacing:11.05 Pts/Panel1350
KB14.18 Caps8 Version 6.0 HiSQV Bases: 842 Plate Name: 20160511 kitaku
Y GCTTTTC TGGATTCATCGACTGTGGCCGECTGGE TGTGEGCGGACC GCTATCAGGACATAGCGTTGGCTACCCG TG ATATITGETG G ETTEE TEGLCT
673 681 689 697 705 713 721 729 737 745 753 761 7
1758
879
0 A P e PO
TGGG CTGACCGCTTCC TCG TGCTTTACGGTATCG CCGC TCCLG ATTCGCAGCGCATCG CC TTCTATCG ¢ TTic TTGACGAG TTCTTCTG A3
59 777 785 793 801 809 817 825 833 841 _ 849 857
1758
879
0 ‘ - .
@6 ACTCTEGGEE IT GG T & A CC G 6t A GCGEACE TEE P8 C8 TE € TE NGB A B BRTTT IO TITOE ACC & COGE EC—-2TOT
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1758
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0
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