Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pCALNLZ

RIKZH
BRC

@ Clone ID : RDB _ 01680

® Lot : 12808 _ AdFg

@® DNA Concentration : 25 nanogram/microliter

@ Volume : 40 microliter

@ Form : DNA solution in TE buffer

@ Host = DH5 alpha

@ Culture 3 LB medium

@ Antibiotics z 100 microgram/ml Ampicillin

@ Purification : QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L), o1b%0
125 ng/well

Erectrophoresis : 48 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Sall : 9.2 kbp
Xhol : 8.0, 1.2 kbp
Ncol : 46,286, 20 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name
Sequence - A pAxCA F1
Sequence — B pAxCA_R1
Sequence - C Amp_R
Sequence - D M13_-40
APPROVED BY :

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

Inst Model/Name 3500/3500 Instrument
&P 01680_12808_A4Fg_pAxCA_R1_BO9_06
Sysiems 01680_12808_A4Fg_pAxCA_R1 Jun 19,2014 09:29AM, JST
S/N G:68 A:49 T:40 C:50 primer name @ . pAxCA_R1 KB_3500_POP7_BDTv3.mob Jun 19,2014 09:56AM, JST
KB.bcp s ., Pts 1358 to 13485 Pk1 Loc:1335 Spacing:12.1 Pts/Panel1350
KB1418 Cap® 5-CAGAGGGAAAAAGATCTCAGTGG-3'  yjgrsion 5.4 HISQV Bases: 1018 Plate Name: 20140619_mix
TITTITIGCGG (G C(/1TIG GCCI(ACCAGCCACCACCTTCT GATAGGCHGCCTGC2CCTG AGGAGTG TTGCATT'CGATCCCE TCGAEGGATCCCC EETE CCEG GTIATTATT? |
7 17 21 71 41 51 61 71 81 91 101 111 ] eto
Bamt1 SIRE
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TTTGACACCAGACCAACTGGTAAT GGTAGCGACCGGCGCTCAGCTGGAATTCE GCCG ATACTGACGGGC TCCAGE AGTC GTCGCCACCAAT CCCCATATGGAAACC GTCEAT
121 131 141 151 T 161 ——171 181 191 201 211 NJel 221
fuull EcoR1 N
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TT'CA GCCAT GTGEC ETTCT TEC GCGTE CAGCAGATG GCGATE GETGETTT CCA TCAGTIG CTGTT G ACTET AGE GECCTGAT CT TG CTGG GTCGCCGCGCCACTGGTGT(

bbb oo bbbt
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GECGGTCGGGATAGTTTTCTTGCGGCCCT TCCGAGCCAGTTTIACCCGCTCTGCTACCTGCGCCAGCTGGCAGTTCAGGEC TCCGCGCCGGATGCGGTGTATCGCTCG

461 471 481 491 501 511 521 ﬂ(ﬁ.ﬂ. 531 541 551 561
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Applied

01680_12808_A4Fg_Amp_R_C09_09 Inst Model/Name 3500/3500 Instrument
Biosystems 01680_12808_A4Fg_Amp_R Jun 19,2014 09:29AM, JST
SING:13A:11 T:10C:9 HUHWE@H. name h.\ ”.}Bmu|mﬂ _AmlmeOI._UO_Uﬁ|mD|_|<w30_U Jun ‘_@_NO‘_L‘ O@M@)g. JST
KB.bcp , - Pts 1361 to 13493 Pk1 Loc:1338 Spacing:12.08 Pts/Panel1350
KB14.18 Cap9 5-GCGACACGGAAATGTTGAATA-3 Version 5.4 HiSQV Bases: 598 Plate Name: 20140619_mix
CICTTTRCCET T TTL TTATT(G!AGCITT TATCAGGGT TAT T(CTC TCATG AGC GG FTACATAT TT GAAT GTATNUTAG T C TAGEGETTCCCCE CACAT TTECY
1 7 13 19 25 31 37 43 49 55 61 67 73 79 85 91 97 103 109 195
1066
> A Al e W g b gl gt
0 Fz&..i..,.c.:..., A A M g g ) i
GT GCCACCTG GGTOGACATTG ATTATTGACTAGT IAT TAXTAGTAATCARTTAC GGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACG
HNH 127 wamwﬁ 1B9 145 151 157 163 169 175 181 187 193 199 205 211 217 223 229
7 CA ¢ ¥
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. Attt

GT TGHGGECECGEEETEEET GACEEGCCE C GACCCCCGC ECAT T GACETCAAT TERrRCGTATGETTCCCA TAGT CGCC TAGGGACTTTC EATT GAGCGGTC TGGGT GG
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GTATTTACGGT CTGCCCACTTGGCAGTACATC GTGTATCATATGCC GTACGCLCCECCTAT TE&AC GTCE TGACGGT? TGGCCCGCCTGGCATTATGCC CAGT 1
13 349 355 361 367 T3 379 385 391 397 403 409 415 421 427 433 439 445 451 45
ma_H Ball
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"GACCTTATGGGACT TTCCTACTTGGCAGTACATC TACGTATTAGTCATCGC TATTIACCATGGTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCT CCCCCCCCTEC

7 463 469 475 481 487 493 499 505 511 mpqooﬁ 523 529 535 541 547 553 558 565
1066
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Applied

W_Om<m.nm:._m 01680_12808_A4Fg_M13_(-40)_D09_12 Inst Model/Name 3500/3500 Instrument
01680_12808_A4Fg_M13_(-40) Jun 19,2014 09:29AM, JST
SINGS6AS57T:30C:35  primername [ : M13_ KB_3500_POP7_BDTv3.mob Jun 19,2014 09:56AM, JST
KB.bcp ' Pts 1359 to 13427 Pk1 Loc:1336 Spacing:12.15 Pts/Panel1350
' TA-3 ;
KB1.4.18 Cap:12 5-GTTTTCCCAGTCACGACGTTG Version 5.4 HiSQV Bases: 1019 Plate Name: 20140619_mix
(CACGCH CICCCGE CG G CCGC ICATG AT GCIC GG TCTGCG GGTICCG AGCGICTCGAGATAACTT CGTATAAT GTATGCTATACGAAGTIATIC GCGTTCGGATTRAT CCAG ACH)
1 14 21 31 11 51 61 71 81 91 101 111
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TGATAAGATACATTGATGAGTTT GGACAAACCACAACTAGAAT GCAGTG TGCTTTATTTGTGAAATTTGTGATGCTATTGCTT TATT TGTAACCAT TATAAGCTGE
121 ik 1 141 151 161 11 181 191 201 211 221
1410
TCGATTCTAGACTAGT TTAAT TAAT TTAAATC GAT GGGGT GGGCGAAGAACTCCAGCATGAGATCCCCGCECTGGAGGATCATC CAGCCGECGTCCCGE |
231 b4l 251 261 2373 281 291 301 311 591 331 1
Xbal
1410 SV40pA
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CGATTCCGAAGCCCAACCT TTCATAGAAGGCGGCGGTGGAATCG TCTCGT GAT GGCAGGTTGGGCGTCGCTTGGTCGGTCAT TTCGAACCCCAGRGTCCeGdTCHG!?
141 351 361 371 381 391 401 411 421 431 441 151
1410 i
GLACTCGTC GGCGATAGAAGGCGATGCGCTGCGAATC GGGAGC GGCGATACCGTAAAGCACGAGGAAGCGGTCAGCCCATT CCCCGCCAAGCTCTTCAG CAATATC,
461 471 481 491 501 511 521 531 541 551 561
1410&—— NeO R
B “CGGGTAGCCAACGCTATGTCCTGATAGCGCET CCGC CACACCCAGCCG GCCACAGTCGATGAATCCAG GCGGCCATTTTCCACCATGATATTCGECAAGCAGGCATCG
571 581 591 601 611 621 631 641 651 661 671
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