=] Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pMK409 (mAID-Nluc BSD)

RIKZN
BRC
@ Clone ID . RDB _ 16826
® Lot . 16826 _ A8Lp
@ DNA Concentration . 25 nanogram/microliter
@® Volume 5 40 microliter
® Form : DNA solution in TE buffer
@ Host : DHS5 alpha
@ Culture : LB medium
@ Antibiotics : 100 microgram/ml Ampicillin
@ Purification . QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 16826 -
(NEB#N3200L), 2
250 ng/well 2oy =+
o o B o
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Ncol : 5.5 kbp
Notl : 5.5 kbp
Ncol+Notl : 46,09 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pUC-M13_-100 Sequence — E -
Sequence — B reverse Sequence — F -
Sequence - C PGK_N_rev Sequence - G - P
Sequence - D PGKpro_F Sequence — H -

APPROVED BY :




>uv__ma D06157C4_A8Lp_1_pUC-M13_-100_EQ9_15_ABI24 Inst Model/Name 3500/3500 Ins

w_0m<m.nm:._m D06157C4_A8Lp_1_pUC-M13_-100 Feb 22,2019 02:35F
SIN G:363 A:281 T:215 C:Z primer name [} : pUC-M13_-100 KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB.bcp " AAA . Pts 1564 to 12907 Pk1 Loc:1541 Spacing:11.49 Pts/Pai
KB1.4.1.8 Cap:15 - ATTACGECARCTIEEEE GiEi=3 Version 6.0 HiSQV Bases: 953 Plate Name: 2019022
TGGTCACG CG A 1TAG TT G GGTACGCCAG GG TTTTCCCAG TCACG ACG TTG T CG ACG GCCAG TG AGCGEGCG|TAATACGACTCAC TATAG G|GCG jmm|
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CCCGIEGATCC GGTGCAGGCGC GG AG GAGTGCTTGTCCT GATCCAGCC CCTCCGGCCAAGG CAC! mqﬂmqmmo TGGCCACC GGTG AGRTCATACCGC

lm‘vaﬁ HHm qu u.wm u.bm Hma wmu qu Hmu Hmo me_ mom mu.q
Wﬁ& Linke . mALD , (Refsag:NM- 100%8,14,497 || 700)

CETEGATGGT TTCCTGELCR 2 i O GC GGTG GCCC GG AGGCGGRCGGEGCGTTCETGAAGGTATCAATGGACGGAGCACCGTACTTG AG GAF TCGATTTGAGGATGT A...
226 285 244 253 262 27, 280 289 298 307 meQ\ 325 3z
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@Hnﬁﬂo.o CTCG GATTTCGTTG GGGACTGGCGACAGACAGCCGGCTAC CCTGGRCC GTCCTTG CAGGGAGGTGTGTCCAGTTTGTTTCAG TE
Z@&Hubu 352 361 370 379 388 397 406 415 424 433 442
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GGTGTCCGTAARCTCCGATCCAARAAGGATTGTCCTGAGCGGTGA? TGGGCTG GATCGACATCCATGTCATCATCCCGTATGAAGGTCTGAGCGGCEGACC ATG GG

460 469 478 487 496 505 514 523 532 541 550 552

1140
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TCG : TTTTTAAGGTGGTGT oooamqmo TGATCATC TTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCG ! TG AT
568 577 586 595 604 613 622 631 640 649 658 667

11440

. géééi%éé%%%ﬁﬁé

_u::ﬁmn on: Mon Feb 25,2019 09:18AM, JST Electropherogram Data Pa




S/N G:363 A:281 T:215 C:266

D06157C4_A8Lp_1_pUC-M13_-100_E09_15_ABI24
D06157C4_A8Lp_1_pUC-M13_-100
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Ins
Feb 22,2019 02:35F
Feb 22,2019 03:14F

KB.bcp Pts 1564 to 12907 Pk1 Loc:1541 Spacing:11.49 Pts/Pai

KB1.4.1.8 Cap:15 Version 6.0 HiSQV Bases: 953 Plate Name: 2019022
TTTCEGAC GEECC TATCAAGECAT CGECE TET TEGACGGLY  GATCACTGETAACAG GG ACCE TG TGGAALG GC e TTATCGACGAGCGCC
676 685 694 703 712 721 730 748 757 766
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LCGGCTCCCTGCTGTTCCG
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GTGACCGGCTGGCGGCTGET
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CTAGAT CTGATCAT TCAGECATACCACATTT G TAGAGGITTTACGTEGCTTT gC T CCC ACA CC TCCCCGE TG ¢
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- Applied D06157C4_A8Lp_1_reverse_FO9_18_ABI24 Inst Model/Name 3500/3500 Ins

=" Biosystems
o D06157C4_A8Lp_1_reverse Feb 22,2019 02:35F
S/N G:182 A:237 T:186 C:19¢ primer name m . reverse KB_3500_POP7_BDTv3.mob Feb 22,2019 03;14F
KB.bcp " AAACA : Pts 1557 to 12907 Pk1 Loc:1534 Spacing:11.53 Pts/Pal
KB1.4.1.8 Cap:18 -GG CAGCTATGACCATG-3 Version 6.0 HiSQV Bases: 949 Plate Name: 2019022
GA i__ coC TCIQ T G GG IAC GCTGCGTACCG GATCCTAG TG ARCGCTCTTCGAGS GACCTA[ATAACTT CEGTATAG CATACAT TATACGAAGTT
1 10 9 37 4 55 64 73 82 91 100
—_T3 \ngqm?\w N\bxm \w&_\_LH /o xP >
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\ 56 BT TCC BEATET £6 A AT G GAATTAGAACTTGGC ACAATACTGAGAATGAAGT GTATGTGG ARCAGAGGCTGCTGATCTCGTTCTTCAGGCT
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CTGACACATTTG G? CCACAGTACTTAG AACCACA GTGGG TCAAGAG \ Lo AQ‘Q‘MOOO CGAGAGATCTATAGATCTATAGATCATGAGTGGGAGGS T

226 235 244 253 262 271 280 289 m\Wmm W \ﬁ@q 316 325
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G EGEEETT TTTe ST TTTECCTTCTT TA TTAT GATATCCAACTATGA CATTATCAT GC TAGT? GAGCCTTCAGTAAAGAGCAGGCAT TTATCT TCCC

343 352 361 370 379 388 397 406 415 424 433 442
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CCCOCUACELCCLGEGTAGCGTCCARTCETTECATTC TETAGSTAC TECTGTIC TEACE CT TCTT C#H AGTATGACAGG i CTPTTCCATT TTAGTGSGACATETTT
451 460 469 478 487 496 505 514 ] 532 541 550
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640

0 \ .

TTAATAGATCATC TTTCT GCATECCCGEGGGE GATCT GATATCATCGAITTAGCCLELTCCEACACAT WCCAGAGGGCAGC TTCACGAATCCC CTGCCGEGTCG GY

568 577 586 595 604 .mﬂuw 613 622 631 640 649 658
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D06157C4_A8Lp_1_reverse_F09_18_ABI24 Inst Model/Name 3500/3500 Ins

D06157C4_A8Lp_1_reverse Feb 22,2019 02:35F
S/IN G:182 A:237 T:186 C:196 KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB.bcp Pts 1557 to 12907 Pk1 Loc:1534 Spacing:11.53 Pts/Par
KB1.4.18 Cap:18 Version 6.0 HiSQV Bases: 949 Plate Name: 2019022
CATCACTGTCCT TCAC TATGGCTT TGATCCCAGGATGCAGATCGAGAAGCACCTG TCGGCACCG TCCGCAG GG GCTCAAGATGCCCCTGTTECTCATT TCC
676 685 694 703 il 721 730 739 748 757 766
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“GCGACGATACAAGTCAGGT TGCCAGCTGCCGCAGCAGCAGCAGTGCCCAGCACCACGE AGTTCTGCACAAG G TCCCCACAGT TGATATAC
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CACCAGTGAAGATGCGGCCGTCGC TAG GAGAGCTGCGCTG GCGACGCTGTAGTCTTC G G TGGGGG TG GPE TTEA TT &'T
874 883 892 901 910 919 928 937 946 95
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Applied

PGK_N_rev_G09_21_ABI24 Inst Model/Name 3500/3500 Ins
3 Biosvstem D06157C4_A8Lp_1_PGK_N_rev_G09_21_
y 8 D06157C4_A8Lp_1_PGK_N_rev Feb 22,2019 02:35F
SIN G:245 A:262 T:227 C:233  primer name 0 :PGK_N_rev KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB.bcp ; , Pts 1555 to 13038 Pk1 Loc:15632 Spacing:11.62 Pts/Pai
KB 1.4.1.8 Cap:21 5- TOCTAAAGCEUATECTC:S Version 6.0 HiSQV Bases: 950 Plate Name: 2019022
GAGE GGCLG(C TC CC TACCCG G TAGIA TTTCGAGGTCG 2G ATCCTAAGC TTGGC TGG ACGTRAARCTCCTCTTCAGACCT TAGCATACAT TAT
I
1 10 19 28 37 465, f 55 64 73 100
: }\\%&‘EI \QX.Nv
|
1262 _ N oxP- 1
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GTTATRT TAAGGGTTAT TGAATAT GATCGACGCG TTAAGATACAT TGATGAGTTTG GACARACCACAACTAGAATGCAGTG . PEGETTIA TT TETGAAATT
118 187 136 \.\:: 145 154 163 T2 181 190 199 208

1262 g QU AL \S\kx\t m%&@x
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: \ | |

‘H_OOH.A_HDOA:HH TTTGTAACCATTATAAGCTGC = CRAGTTAACAAC CAATTGCATTCAT TTTATGTTTCAGGTTC mmmom.mmﬂmﬁmmm GGTTTTTT
226 235 244 253 262 271 280 289 298 307 316 325
Y
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GTAAAACCTCTACAAATGTG GTATGGCTGATTAT GATCAGTTATCTAGACTCGAGCGGCCGC|ITACSCCAG TGCETTCGCACAGCCGCCAGCCGGTCACTCCGTTGE

34 343 352 361 370 379 8 35 406 415 424 433 442
al X}&H@ NetL | .
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TACTCGGAACAGC AGGG GCCGEGTCGGGGT TGATEAG GEGETEETCE TAATTTTGTT GCCEBTTECACAG GGTCCC TG TTACEAGTG e eIrYNG oG TIEE 1 CACG GC
4571 460 469 478 487 496 505 514 523 532 541 550
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- égfgég%é%éﬁgéég%%g
0

CTTCATACS G BE BG TEE GT TAGTCG! TGTTCGGCG T?Z CCCCEGTCGATTACCAGTGTGC CATAGT GE AGGATCACCTT $ GTGATGATCATCCACAGGGT

568 577 586 585 604 613 622 631 640 649 658
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» Applied

D06157C4_A8Lp_1_PGK_N_rev_G09_21_ABI24 Inst Model/Name 3500/3500 Ins'
» Biosystems s e At e e
y D06157C4_A8Lp_1_PGK_N_rev Feb 22,2019 02:35P
S/N G:245 A:262 T:227 C:233 KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB.bcp Pts 1555 to 13038 Pk1 Loc:1532 Spacing:11.62 Pts/Par
KB14.18 Cap:21 Version 6.0 HiSQV Bases: 950 Plate Name: 2019022
CCTTAAMAATTT TTTCGATCTGGCCCAT TTGGTCGC CGCTCAGACCTTCATACGGGATGATGACATGGATGTCGATC TTCAGCCCAT TTTCACCGE TCAG
676 685 694 703 g 721 730 739 748 757 766
1262
- %Eé%%%}é%gig
TCCTTTGGATCGGEAGTTACG GACAC CCEG AGATTCTG AACTGE ACACACC TCCETETTCRRAEGACTTEE R CO TCTAGCCEEE TG T
784 793 802 811 820 829 838 847 856 865
1262
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Applied
w_wwﬁamam

S/N G:380 A:366 T:276 primer name
KB.bcp
KB 1.4.1.8 Cap:24

@ : PGKpro_F
5'- ATTCTGCACGCTTCAAAAG-3'

D06157C4_ASLp_1_PGKpro_F_H09_24 ABI24

D06157C4_A8Lp_1_PGKpro_F
KB_3500_POP7_BDTv3.mob
Pts 1561 to 10000 Pk1 Loc:1538
Version 6.0 HiSQV Bases: 733

Inst Model/Name 3500/3500 Ins
Feb 22,2019 02:35F

Feb 22,2019 03:14F
Spacing:11.59 Pts/Pai

Plate Name: 2019022

T GCGCGCC T 1€ J€ TC Hdﬂnﬂﬂ P TCEG mmﬂ..ﬂ.aﬂ_ﬁnm CC TG CATCCATC TAGATCTCGAGCEC ﬁﬁ.. TGG CC & eTTTGETETE G HLAG TECCACCETCAT
| 1 1% MH 41 51 \.Nm 6 +H 81 101
W ——— »E“i.m\\ gl > %.W.b
1096 FG P >
| 548
|
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, GAGCRACGGCTAC TE CAGEATCCECEATETCTS EACTACAGCE TEGCCAGCECAGE CTETC TETAGES AEGGLECGCATE TTCAETGE ' TETE TGTATATCAT
o] ], 121 131 141 151 161 171 181 191 201 211
1096
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0 [\ /\
TGGGGGACCTTGTGCAG ﬁq.mm%mmq.mﬁﬂmmmﬁ O%mn TGCTGCTGCGGCAGCTGGC CCTGACTTGTATCGTCGCG ATCGG TG G CAGGGGCATCTTGAC(
231 241 254! 261 271 281 291 301 311 321 £
1096
548
O — —
TGCGG OOOHOOOD CAGETEBETTCTE G _H_O GCATCCTGGGATC GC CATAGTG GG~C O;O ‘H_mm CAGCCGACGGLCAGT TGGGATTCGTG TT GCTHEELC ETA
341 351 361 371 381 391 401 441 421 431 441
1096
548 »
5 WAV ., VAUV VAN
TATGTGTGGGAGG GCT TCGATGCGATATCAGATCCCCGGG _.ﬂmﬂ G TTEAT GATC TATT C T GATGTCCACT TGG GTTTT TCETGT CATACT!
451 461 3 1 481 H 491 501 51:: 521 531 541 551
A Clal EcofV Sma _ e
7 — »
1096 < oM OUS € ﬁxA. qnwwsaﬁxﬁma\
g Zs?észs\/bézsi/ é<§§>§§
0 [V Wy
G GGGTGAG CAGAGTACCTACATTTTG TGGAAGGATTGGAGCTACGGGGGTGG GGG TGGGGTGGGATTAGAT T EC OTGECTET i GGCT
571 581 501 601 611 621 631 641 651 661
1096
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Applied
Biosystems D06157C4_A8Lp_1_PGKpro_F_H09_24_ABI24

D06157C4_A8Lp_1_PGKpro_F
SIN G:380 A:366 T:276 C:362 KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Ins
Feb 22,2019 02:35F

Feb 22,2019 03:14F
KB.bcp Pts 1561 to 10000 Pk1 Loc:1538 Spacing:11.59 Pts/Pai
KB1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 733 _u_m.a Name: 2019022
CTATTGCTTTATGATAATGT TTCATAGTTGGATATCATAATTT CAAGC CE TTAAGGGEEAEE TCATTCCTC CCAG T
7 681 691 .S‘WWGNQI 711 721 731 741 751 !
_
1096
548
0
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