Gene Engineering Division
RIKEN BioResource Center

p RIKEN DNA BANK clone name : pYFH—ccdB2-rfA
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@® Clone ID 3 RDB _ 06505

® Lot - 12332.A3Jm

@ DNA Concentration ¢ 25 nanogram/microliter

@® Volume : 40 microliter

@ Form . DNA solution in TE buffer

@ Host : Survival2

@ Culture s LB medium

@ Antibiotics 8 100 microgram/ml Amp. 33 microgram/ml Cm
@ Purification : QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis : 44  npanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Xbal : 6.0,4.1, 0.8, 0.4 kbp
Bglll : 11.3 kbp
Miul > 1.6, 3.7 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Seguence name | Primer name
Sequence — A nmt1Fw
Sequence - B nmt1Rv

Sequence - C

Sequence — D

APPROVED BY :

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



Applied

06505 12332 A3Jm_nmt1Fw_A02_02 Inst Model/Name 3500/3500 Instrument
Biosystems = = - =
y 06505_12332_A3Jm_nmt1Fw Nov 12,2013 02:53PM, JST
SIN G:52 A:63 T:42 C:34 primer name A : nmt1Fw KB_3500_POP7_BDTv3.mob Nov 12,2013 03:20PM, JST
KB.bcp Pts 1334 to 13058 Pk1 Loc:1311 Spacing:11.6 Pts/Panel1350
KB1.4.1.8 Cap:2 5-GCTGTAAAACACCACGAGAC-3' version5.4 HiSQV Bases: 1014 Plate Name: 20131112_mix
CCC TTTT gy & TCAGGG AC GT CTC TCGE GC TACTG CGIZTGGTTCAG TCACCCAACGATTACTGG GG AG AG LACAG GG CY GC GCTT GG TCCGA
1 I3 21 31 41 il 61 Tl 81 91 I..s%..mﬁ 101 i |
1274
637
0 . _
TTGTCATTCGGCAATGTGCAGCGAAACT? ACCGGATAATGGACCTGTTAATCGF CATTGAAGATATAT GG GAGGAATCCTGGCATATCATCAATTGAATAAG
121 NS 141 151 161 17 181 191 201 211 221
1274
s Sésig%é?
0
: TTTE TCTCAT TCTCACTTTCTGACITATAGTCGC TTIG T TARAIGC TAGCETCCACAGGLEC TG TCCGOATATCIACAAGTTTGT L .GCTG
231 241 251 261 271 2811 .. . Nwwv uOHmDBEH m 311 321 331
Nt Niel  SalT EcoRV att R1
1274 ?.os,odmﬂ “ U
637 »
0 |
GAGAARCGTS SATGATAT AT AT CAATATAT TAAATTAGATT TTGCAT ; AACARGACTACAT TAECTGTAR CAC?E CATATCCAGTCACTATG ATTAGG
341 351 36l 371 381 391 401 411 421 431 451
1274 attR1
637
0 A 2,>>>B§>>>>55>>§>>>>>>>>\§>>>>§§>>>>25>>25?§%>B>@s§§>>>>>@
CACCC CAGGOT TTACACT TTATECT TCCEGEUTCGTATARAT QT GTGGATTTTGAGT TAG G CCGTCGAGATTTTCAGGAGCTAAGGAAGCTARAERTGIGAG SATCACT
! - 7,
bmu._ (i 481 491 _ 501 mE.WPngH! 521 531 541 551 (.ﬁh...w 561
= : , 5 ¥
1274 —35| (aVVH  promoter IEV. Cw
637 :
o v anvasssasas A A s WA AR A A s WA AN A A A A AN A AN
GGATATACCACCGTTGATATATCCC TGGCATCGT?*? G CATTTTGAGGCATTTCAGTCAGTTGEC TCAAT GTACCTATAACCAGACCGTTCAGCTGGATATTAC GGCLC!
ST 581 591 601 611 621 631 641 651 / 661 671
1274 Puu
637
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Applied

06505_12332_A3Jm_nmt1Rv_B02_05 Inst Model/Name 3500/3500 Instrument

w_Omu\m.nmam 06505_12332_A3Jm_nmt1Rv Nov 12,2013 02:53PM, JST

S/N G:95 A:44 T:56 C:54 primer name B : nmt1Rv KB_3500_POP7_BDTv3.mob 7_o.< 12,2013 03:29PM, JST
KB.bcp Pts 1381 to 13123 Pk1 Loc:1358 Spacing:11.49 Pts/Panel1350
KB1.4.1.8 Caph5 5-AGACATTCCTTTTACCCTTA-3 Version 5.4 HiSQV Bases: 1037 Plate Name: 20131112_mix
ﬁ GCGCCECGGE C €6 1dTcafc TGGTGiTGGTG GTG/TGTTTGTCATCG TCG TCCT TG TAGTCCATGGGCTTG TACAGC TCE TCCATGECGAG AGTGATCECGGLGE GC
1 11 21 31 41 51 61 71 81 91 101 1
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1218 6 His FLag EYFP
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GGTCACG CTCCAG CAGG ACCATG TG ATCGCGCTTCTCGTTGGGEGGTCTTTGCICAGGGCGGACTGGTAGCTCAGGTAGTGGT TGTCGGGCAGCAGC CEGGGGCCGTCGLC

11 121 131 141 151 161 171 181 191 201 211 221
1218
609
0 \
GATGGGGGETGTTCTGCT GGTAGTGGTCGGCGAGCT GCACGCT GCCGTCCTCGATGTTGTGGCGGATCTTGAAGTTCACCTTG ATGCCGT TCTTCTGCTTGTCGGCCATGATAT
231 241 251 261 271 281 291 301 311 321 331
121.8
609
0
GACGTTGTGGCTGT TGTAGT TGTACTCCAGCT TGT GCCCCAGGATGT TGCCGTCCTCCTTGAAGTC GATGCCCT TCAGCTCGATGCGGT TCACCAGGGTGTCGCCCTCGAACT
341 351 361 371 381 391 401 411 421 431 441
1218

" | , !

TCACCTCGGCGCGGGTICTTGTAGT TGCCGTCGTCCTTGAAG GATGGTGCGCTCCTGGACGTAGCCTTCGGGCATGGCGGACTTG GAAGTCGTGCTGCTTCATGTGGTC
451 461 471 481 491 501 511 521 531 541 551 B

1218
609
: | e

GGGGT AGCGGGCG GCACTGCAGGCCGTAGCCG GGTGGTCACGAGGGTGGGCCAGGGCACGGGCAGCTTGCCGGTGGTGCAGATG CTTECAEGGGTECAGETTE CCET
51 571 (581 591 601 611 621 631 641 651 661 671
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