Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK clone name : pREP81~ccdB2

"

@ Clone ID : RDB _ 06521

@ Lot : 12285 A3Jm

@& DNA Concentration - 25 nanogram/microliter

@ Volume - 40 microliter

@ Form . DNA solution in TE buffer

@ Host : Survival?

& Culture - { B medium

@ Antibictics N 100 microgram/ml Amp. 33 microgram/m| Cm

@ Purification QIAGEN QlAprep Spin Minprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder

{NEB#N3200L), é - §
125 ng/well = "m;?; g z

Erectrophoresis : 54  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Sall : 89,16 kbp
Notl : 89, 16 kbp
Pvull : 40,3728 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name t Primer name
Sequence — A nmt1Fw
Sequence - B nmtiRv

Sequence — G

Sequence - [

APPROVED BY :

http:/ /dna.bre.rikenjp/index.html



SIN G:18 A:17 T:14 C:10

Applied
Biosystems 06521_12285_A3Jm_nmt1Fw_AQ5_02

06521_12285_A3Jm_nmt1Fw

primer name A nmt1Fw KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Nov 12,2013 05:07PM, JST
Nov 12,2013 05:34PM, JST

KB.bcp _ Pts 1343 to 13033 Pk1 Loc:1320 Spacing:11.53 Pts/Panel1350
KB 1.41.8 Cap:2 5"GCTGTAAAACACCACGAGAC-3' vVersion 5.4 HiSQV Bases: 1013 Plate Name: 20131112_mix
TGERTIEIT ITIT “T ARITCA CCG 2 CGT CTCTCGGCT/CTGGATGGTTCAGTCACCCAACGATTACTG GGG AG AG AACA GGG CARAAGC GCTT GG TCCGE
il i 21 31 41 51 61 71 81 91 { 101 111
[
1222 Hind TL
r 1} r: l bt
AN ,.:...:.E;.: I AW WY WAL :.. .E:EE WA
TGTCATTCGGCAATGTGCAGCG CCGG AT TGGACCTGTTAATCG CATTG GATGG GGG’ CCTGGCATATCATCAATTG TAAGTTGAATT
121 131 141 151 161 173 181 191 201 221
1222
N ngé%
0
TTHETTTCAATC TCATTETCASTITCTCACT ITATA GTCGCTTTGET T GCTAGCGIC GAC) Omnﬂe.mbrf.ﬁ.lnlnmm TATC AGTTTGTAC A ABRAGCTG
231 241 251 261, ¥¥ 271 NmH_ WLH 291 1 301 311 321 331 34
it " Baw EcoRY attR 1
1222 m\.«Qe.zo.ﬁn< Fi z el iy
611 —
o |
CGTARAAATGATATE TATC TATATT ATTAGATTTTGCAT ABRCAGACTACAT TACTGTAAAACACAACATATCCAG TCACTATGGCGGCCGCATTAGGCACCCC
i 351 361 371 381 391 401 411 421 431 Not ] 441 451
1222 attR1 —
- vl
o VA AN MM §E§>Pa<é/>> _
GGCIT TTACACTTITIATGCTTCCGGCTCGTATA ATEGTGTGGATTTTGAGTT pym TCCGTCGAGATTTTCA GGAGCT GCTAARRTGGAGA TCACTG GATAT!?
461 471 481 491 501 w?:ﬁwﬁ 521 531 541 551 561
r
1922 | =25 | 1= —> Cw
611 lac U ﬂ«ﬁs_irmx
0 %&%ggqéggggg%% %géégg
CCACEGTTE ATATAT COTA AT CECATEET ACATTTTEACECATTT CAGTCAGTTEC TCAATETACC TATAACCAGACEGTTCAGE TEGATATT ATS B CTTTT
571 581 591 mS 611 621 631 641 651 - 661 671
ﬂ\c.
1222
611
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Applied

W_Om<m.nm3m 06521_12285_A3Jm_nmt1Rv_B05_05 Inst Model/Name 3500/3500 Instrument
06521_12285_A3Jm_nmt1Rv Nov 12,2013 05:07PM, JST
S/IN G:75 A:59 T:65 C:52 primer name B : nmt1Rv KB_3500_POP7_BDTv3.mob 20.< 12,2013 05:34PM, JST
KB.bcp Pts 1397 to 12934 Pk1 Loc:1374 Spacing:11.46 Pts/Panel1350
KB 1.4.1.8 Cap5 mr>@>0>qéo0%66|H>OOOHH>-w Version 5.4 HiSQV Bases: 1018 Plate Name: 20131112_mix
GCCGCCGGG(G C T(GAGITCTCATG ATATJACCACT T TG TACRA G GCTG fACGAG CGTAAAAT GATAT TATCARTATATT TTAGATTTT GCAT CAE
1 11 m 21 __Nd\u 41 5il 61 7. 81 91 101 111
Eco |
1140 g\1 — atv B2
0
BET G T C TAT CCAGTCACTATG[GTCGA S TGCAGACTGGC TGTG TATAAGGGAGCCTGACAT I TATAT TCCCCAGAACATCAGGT TAATGGCL
121 131 141 151 .n_ _,H@ Wq.ﬂ.H 171 181 191 201 "5t 211 901
Sall ’ m... =z @
1140 a2 e
BT
0 AR |
ITTTTTGATGTCATTTTCGCGETGGCTGAGATCAGCCACT TEC T TCCCCGATAACGGAGACCGGCACACTGGCCATATCGGTGGTCATCATGCGC CAGRT TTCATCCCCGATATY
231 241 251 261 271 281 291 301 311 321 f 331 3
1140
570
0
CACCACCGGGTAAAGTTCACGGEGRAGE ACTTTATCT GACAGCAGACGTGCACTG GCCAGEGGGAT CACCATCC BGTCGCCCGGGCG TG TCAATAATATCACTCTGTACATC CAC
41 351 361 371 381 391 401 411 421 431 441 451
1140
570 —- »
CAGACGATAACGGCTCTICTCT TTTATAGGT GTAAACCT TAZ néén.no GCCCCTETTCTCGTECAGE AARAGAGCC G T TCATTTCAATAAACCGGGCGACC TCAGE
461 471 481 491 Stavl ™ 501 | 511 521 531 541 551 561
e
1140 ccd® ,“ T
{
570

0 | VY Uik

CATCCCTTCCTGATT TTCEGC T TTCCAGCGT TEGGCACGCAGACCACGGGETTCATTCTGCATGGTITGTGCTTACCAGACCGGEAGATATTGACATCATATATGCCTTG AG
BTI 5B 591 601 611 621 631 641 651 661 671

1140

b | Wy | WA (Y
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