o] Gene Engineering Division
RIKEN BioResource Center

E RIKEN DNA BANK clone name : pCMV-TUBA1A myc— R402C
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® Clone ID ; RDB _ 14147
@® Lot : 14147 _ A6Dp
@® DNA Concentration 2 25 nanogram/microliter
@® Volume : 40 microliter
® Form : DNA solution in TE buffer
@® Host : DH5 alpha
@ Culture - LB medium
@ Antibiotics . 25 microgram/ml kanamycin
@ Purification : QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 14147
(NEB#N3200L),
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Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Pstl : 5.7 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 = e
Sequence - D - Sequence - H = : :
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Applied

ﬁ,, ..Wm osystems D03180A8_ABDp_1_CMV-Forward_D11_11 Inst Model/Name 3500/3500 Instrument
. D03180A8_ABDp_1_CMV-Forward . May 16,2016 02:11PM, JST
SIN G:510 A:553 T:473 C:626 primer name /4 : CMV-Forward KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST
KB.bcp ) ’ , Pts 1591 to 12367 Pk1 Loc:1568 Spacing:10.77 Pts/Panel1350
KB 1418 Cap11 5-GCACCAAAATCAACGGGACTT-3' yersion 6.0 HISQV Bases: 941 Plate Name: 20160516 kitaku
ICAC TCGCCCATTG /CE6CA ATG GG CEGTAGGCG TG TACG G TGG G FGGTC TATATAAG CAGAGC TIGG TTTAG TG AACC G TCAG ATCCGCTAGCG ATTACGG
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CARGCTEG TTAALCET CAG T GCJE RACR AR BG OT GG AGTTE GACE GIOGIG TG GGG LGS C:G.TG AG TGICAT CT/CCA TCCACET TEE CEA GG OTE GTE TCLAGA]
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s 7 TUBAIA RéolC. WM. 006093 5% ..
1164 [ 3 promoter
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ITGGCAATGCCTGCTGGGAGE TCTACTG CCTGG AACACGG CATCCAGCCEGATGGCCAGATG CCAAGTGACAAG ACCAT TGEGCE AGEAGATEATTCCTTCAACACET TETTE
217 226 235 C 2t 244 253 262 271 280 289 298 307 316 325
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GTGAGACGGGGGCTGGC GCATGTGCCCCGGGCAGTGTTTGTAGACTTGG CCCACAGTCAT TG ATGAAGTTCGCACTG GCACCTACCGCCAGCTETTCCACCCTG AGC £
334 343 352 \N@xmnmmu. 370 379 388 397 4086 415 424 433 44
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ITTATCACAGGCAAGGAAGATGCTGCC T CTATGCCCG AGGGCACTACACCAT TG GC GGAGATCATTG ACCTCGTGTTGGACL G TTCGCAAGCTEGCCGACCAGTGC
2 451 460 469 478 487 4196 505 514 523 D32 541 550
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CGGGTCTCCAGGGCTTCTTGGTTTTC CACAGCTTTGGTGGGGE CTEGETTCTEG 6T TCACCTCECTEETCATE G CETCTC TCAGTITGATTATGGE G GTC CH

559 568 547 586 595 604 613 622 631 640 649 658
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A \{ .,,_. wm0m<m.nm3m D03180A8_A6Dp_1_CMV-Forward_D11_11 Inst Model/Name 3500/3500 Instrument
‘ D03180A8_A6Dp_1_CMV-Forward May 16,2016 02:11PM, JST
S/N G:510 A:553 T:473 C:626 KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST
KB.bcp Pts 1591 to 12367 Pk1 Loc:1568 Spacing:10.77 Pts/Panel1350
KB 1418 Cap:11 Version 6.0 HiSQV Bases: 941 Plate Name: 20160516 kitaku
GCTGEAGTTETC TAT TTACCCGEECGE CECAGG TTTC CACAGC TG TAGTTGAGC CC TACAAC TC CATCC TCACCACCECACACCACCETE GAGCAC TCTGATTG
667 676 685 694 703 712 721 730 739 748 757 T8¢
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TGECTTCATGGTAGAL TG RE GCCATCPATGACATCTC TICETAGAARCETCGATATEGAG GG o & CECTaATACE CC TEARTAGGTT TAGSY
5 775 784 793 802 811 820 829 838 847 856
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A D03180A8_A6Dp_1_T7_20bp_E11_14 Inst Model/Name 3500/3500 Instrument
Biosystem e E AT B

SY-Lems D03180A8_A6Dp_1_T7_20bp May 16,2016 02:11PM, JST

SIN G:540 A:676 T:570 C:708 rimer name [ @ T7_20bp KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST

KB.bcp . , Pts 1601 to 12213 Pk1 Loc:1578 Spacing:10.75 Pts/Panel1350

KB1.4.1.8 Cap:14 5'- TAATACGACTCACTATAGGG-3' yersion 6.0  HiSQV Bases: 913 Plate Name: 20160516 kitaku
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TIAE 96 & 1z T'T .H.Hﬂ 1L GGTACCGGGCACT ACAG ATCCTCTTCTG 2G ;HO.D.H.H..HHA.DHHQ_»D.HDD GGTCGACGGTATCG AT GCTTGATATC G TT'C
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CTGC Q%Q%.H%OOHGHOGHHOHHOO%O CEE T TEE T°TE CaG TCCACACCAACCTCET CATAATCCTTCTC GGGCAGCCATGTCCTCACGGGCCTCTG \C T CACC
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p— —TUBAIA Répic WM. 000093 , /495 (c)
545
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T TE CTE CATEC QT B2 CGTACCAGTG “C LGGCACATTTGGCATACATCAGGTC CTTGTGGTCCAGGCGAGCCCAGGCCTCAGC TGGCTGTGGTGTTGCTCAG
226 235 244 253 262 271 280 289 298 307 316 325 334
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CATGCACACAGCTCTCTGTACCTTGGCCAGGTCTCCACCAGGCACCACAG TG GG AGGCTGGTAGT TG ATGCC [ it 1B LGCCAGTGGGEGGCACC e CAC CTGGATGGT
b 343 352 361 370 379 388 397 406 415 424 433 442
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CGCTTGGTCTTGATGGTGGC TGGCAGCATTG ACATCT TTGGG AACCACGTCACCACGEG TACAACAGGCAGCAAGCCATGE TATT TACCATGEGCGAGGGTCACATTTCACC

451 460 469 478 487 496 505 514 523 532 541 550 559
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TCTGGTTGGC TGGCTC GC AGCATTG GTGATCTC TEGCTACAG GCTE PTTEATEGCGTAGGET T TE'TCAGE GAGATGAC GGG GCAT TGTGGCCLGAGGG G
568 579 586 595 604 613 622 631 640 649 658 667
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AppPIEU

D03180A8_A6Dp_1_T7_20bp_E11_14 Inst Model/Name 3500/3500 Instrument

W_Om<m.nm:._m D03180A8_A6Dp_1_T7_20bp May 16,2016 02:11PM, JST

S/N G:540 A:676 T:570 C:708 KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST

KB.bcp Pts 1601 to 12213 Pk1 Loc:1578 Spacing:10.75 Pts/Panel1350

KB 1418 Cap:14 Version 6.0 HiSQV Bases: 913 Plate Name: 20160516 kitaku

[ TEEATGEEGCEEEAT ACEGCAE CAGE TTCGTC TEGAATTCTGTCAG B TCAACAT TCAG GG CTCEATC TCTCAGGG GECAGTG AT GGAG CACABAAT.TTC
676 685 694 703 712 721 730 739 748 757 766

CCTATIT CCTATTCAGGTTAGTATAGG TTGGACGCTC TATCGAGGTTTCTACG ACAGATGTCATAGATGGC CTC TTG TCTACCATG
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Bi osystems D03180A8_ABDp_1_SV40pro_F_V2_F11_17 Inst Model/Name 3500/3500 Instrument

D03180A8_ABDp_1_SV40pro_F_V2 May 16,2016 02:11PM, JST

S/N G:107 A:92 T:90 C:122 primer name /. : SV4Opro_F_v2 KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST

KB.bcp Pts 1600 to 12286 Pk1 Loc:1577 Spacing:10.77 Pts/Panel1350

KB1.4.1.8 Cap:17 5'- TCGGCCTCTGAGCTATTC -3'  version 6.0 HiSQV Bases: 909 Plate Name: 20160516 kitaku
GT G ;I TCGATC G AG CAG G ‘TG AGGATCGTTTCG

CIGC TPTNT 6B & OO_O.HOOOH_ ITTGC
10 19 28

1274 \ \/ _iw.mq\\e promer”

37 46 55 64

(HW TTGAACAAGATGG ATTGCACGCAGGT TCTCCGGCCGCTTS
=0 73 82 91 100 10
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s GGTGGAGAGGCTATTCGGCTATG ACTG GG CAC CAGAC TCGGCTGCTCTG ATGCCGCCG TG TTCCGGCTGTCAGCGCAGGGGCGCCCGEGGTTCTTTTTGTC GACCG AC
9 118 127 136 145 154 163 1572 181 190 199 208 217
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637 » »
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CTETEEGETGEECTE TGAACTGC GACGAGGCAGCGCGGCTATCGTGGC TGGCCACG ACGGGCG TTCCTTGCGCAGC TGTGC TCGACGT TG TCACTG ARGC GGG GGG ~2C

226 235 244 253 262 27 280 289 298 307 316 325 334

1274

637

0 A
TGGCTGCTATTGGGCGAAGTGCCGGEGGCAGGATCTCCTGTCATCTCACCTTGC TCCTGCCGAG GTATCCATCATGG CTGATGC TGCGGCGGCTGCATACGC TTGATCCG

343 352 361 370 379 388 397 406 415 424 433 4432
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451 460 469 478

1274

GCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGE

487 496 505 514

GCCGGTCTTGTCGATCAGGATGATCTGG ACG G CATC AGGE GC TEG

523 532 541 550 539
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CGLCCAGL CG CTGTTCGCEAGGBCTC GGCGAGCATGCCCGACGGCGAGGATC TCGTCGTGACCCATGGCGATGCCTGCTTGCCG TATCATG GTGG TGGCC

631 640 649 658 667
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AppNuTU D03180A8_A6Dp_1_SV40pro_F_V2_F11_17 Inst Model/Name 3500/3500 Instrument

' Biosystems
y D03180A8 A6Dp_1_SV40pro_F_V2 May 16,2016 02:11PM, JST
S/IN G:107 A:92 T:90 C:122 KB_3500_POP7_BDTv3.mob May 16,2016 02:50PM, JST
KB.bcp Pts 1600 to 12286 Pk1 Loc:1577 Spacing:10.77 Pts/Panel1350
KB14.1.8 Cap:17 Version 6.0 HiSQV Bases: 909 Plate Name: 20160516 kitaku
GCTTTTCTGGATTECATCGACTG TG GCCE6C0TEGEETETG GCBGACCGECTATCAGGACATAGCGTTGGC TAECCG TGATATTGE TG AAG CTTGGOGE GG AN
676 685 694 703 712 721 730 739 748 757 766
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IGeeC TCACC GO TTCE T TEC T ITTACE G TATCGE CCGETCECEGAT TCEEASCGEATCGUETTCTAT BGCCET TETT & GTTCTTCTENE &g
775 784 793 802 811 820 829 838 847 856
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