Gene Engineering Division
RIKEN BioResource Center

P_. RIKEN DNA BANK clone name : pAMU10

@ Clone ID c RDB _ 01953

® Lot 3 13045 _ A4dLy

@ DNA Concentration = 25 nanogram/microliter

@ Volume : 40 microliter

@® Form 2 DNA solution in TE buffer

@ Host : DH5 alpha

@® Culture , LB medium

@ Antibiotics 2 100 microgram/ml Ampicillin

@ Purification . QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

Erectrophoresis : 47 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
BamHI : 46 ' kbp
Pstl : 33,13 kbp
Scal : 25,21 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name | Primer name
Sequence — A ADHrev
Sequence — B Amp_R
Sequence - C URA3pro_F
Sequence - D -

APPROVED BY :

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



» Applied

01953_13045_A4Lj_ADHrev_H09 24 Inst Model/Name 3500/3500 Instrument
’ Biosystems — i o9
y 01953_13045_A4Lj_ADHrev Jan 06,2015 09:34AM, JST
SIN G:555 A'518 T:393 C:284 primer name A : ADH_rev KB_3500_POP7_BDTv3.mob Jan 06,2015 10:01AM, JST
KB.bcp 5 CTATACCTG ., Pts 1484 to 13467 Pk1 Loc:1461 Spacing:12.01 Pts/Panel1350
KB1.4.18 Cap:24 -CTATACCTGAGAAAGCAACCTGAC-3'  ygrsion 5.4 HiSQV Bases: 1005 Plate Name: 20150106_dnabank
TG c TG TC G BK G TTTTeeF TTT CCT GAGTCACTTT PTT T GTRATAERET TAT T TT TTT AT ETTRAT TT T T T EAT TEAT G
43 13 21 31 41 52, 61 71 81 91 101
1230
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TTCGCCCGG TTAGCTTGGCTGCAGGTCG O?.m _—,ﬂ GATCCTCTTCGG TCAGTTTCTGT TCAG TTCGAGCTCGGTACCCGGGGATCCTCTAGAGTCAGC T TGG[AG
uﬁd HHHH 121 131 N 15T 161 Tl = 18— 191 e b H 211 2]
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1230 ﬁm«__sﬂsaam.m Y MPOH. 4 @F -
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0 A
m TTGATTGTATGCTTGGTATAGCTTGARATATTGTGCAG G CAAGGAANG GGG CGAG 194 TG .CG/ GG CP NAGATT oL TTGCAGGTCTATTTATAQ
231 241 251 261 271 281 291 301 311 321 331
HHL | prowoter
Hmwom ¢
615 »
0 ! A I\
TTGATAGC GACAGC CTTTTTTT TATTTEAZ PTE (G CTGG GG GCCCGTATACCG TTGCTCATTAGAGAGTAGTGTGCGTG TG GGAAGG GTT
341 351 361 371 381 391 401 411 421 431 441
1230
> 1l >>§>>>>§>§ oot
ANV sy o UL A ) YA
TCGTGTGCTTCGAGATACC CCTCATCAGEC TCTGGE CGACRATCTGTTGGTGE TGTCTTTIGTCEGTT TTTTTTCET TTAGT GTCTTCCATCATITITTITTGTEAT TGE GG
451 461 471 481 491 501 51 521 53l 541 551 514
1230
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TATGGTGAGAC (@ CGGGGGAGAG G GTTGCATGC GCTCTGCATGTGTCAGAGGTTTTCACCGTCATCACCG CGCGCGAG
51 571 581 591 601 611 6p1 631 641 651 661 671
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1953 13045 A4Lj Amp_R_A10_01 Inst Model/Name 3500/3500 Instrument
) Biosystems 0185313042 AdLl Amp B AT0.
y 01953_13045_A4Lj_Amp_R Jan 06,2015 11:39AM, JST
SIN G:42 A:39 T:35 C:30 primer name Amp_R KB_3500_POP7_BDTv3.mob Jan 06,2015 12:06PM, JST
KB.bcp . . Pts 1407 to 12964 Pk1 Loc:1384 Spacing:11.29 Pts/Panel1350
KB 1.4.1.8 Cap:1 5-GCGACACGGAAATGTTGAATA-3 Version 5.4 HiSQV Bases: 999 Plate Name: 20150106_dnabank
CTTTTT 714 ITA'TT FITTG JAGCATT TATCA GGG TTATTGTCTCA 'GAG CGGATACATAT TTGAATGTATTTAG T e TAGGGGTTCCGCECACAT TTCCCC
1 11 21 31 41 51 61 81 91 101 gl
1080 fmp R promoter &—
p ggé(ﬁ?%%zﬁé
0
AGTGC CACCT G ACEG ATCEC T TGECTGTAACT TACACGC GCC T'CE TATCTT T TAATGATGGARATAATTT GGGAATTTAC TCTG TG TTTAT TTATTTTTATGT TTTGT]
121 13 O@Z 141 151 161 173 181 191 201 211 221
1080 7 KRS
540
: \ ) |
TTTGGATTTTAG GT T: G GGTAG GAGTTACGGAAT G G AT c GGTTTR TTTECAAC GCGTACTTTACATATATATTTAT
231 241 251 261 271 281 291 301 311 321 331 3
: I A | \
TAGACAAG GCAGATT TAGATATACATTCGAT TAACGATAAGT TGT! TCACAGGATTTTCGTGTGTGGTC T TC TACACAGACARAGATG CAAT TG EC
371 401 411 421 431 441 451
1080
% Ezg%zééé )
TTAATACCTGAGAGCAGG . GGTAGTATTTGTTGGCGATCCCCCTAGAGTCTTT TACATCTTCG G o CTATTTTTTCTT TAATTTCTTTT ]
461 471 481 491 501 511 521 531 541 551 561
1080
TTACTTTCTATTT T TAAT TIATATAT TTATATT TTATTTTTATAGCACGTGAT|G GGACCCT CCATTATTATCAT GAGCALET
571 581 591 601 611 621 631 641 651 661 671
1080 cCEN[ARP €T
540
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» Applied

w_0m<m.nm_.=m 01953_13045_A4Lj_URA3pro_F_B10_04 Inst Model/Name 3500/3500 Instrument
01953_13045_A4Lj_URA3pro_F Jan 06,2015 11:39AM, JST
S/N G:297 A:289 T:209 C:134 primer name . URAS3pro_F KB_3500_POP7_BDTv3.mob Jan 06,2015 12:06PM, JST
KB.bcp 5 AAGGAGCACAGACTTAGATTGG-3' Pts .._wmm to Awowm Pk1 Loc:1369 Spacing:11.37 Pts/Panel1350
KB1.4.1.8 Cap4 Version 5.4 HiSQV Bases; 1007 Plate Name: 20150106_dnabank
CIAITG "G TG TTG AG A C(ATG TTGCELCAGTATTC TTAACCCAAC TG CACAGAAC CCTGC GG CGAAGRT TcE TGE C6 GCTACATATAAGGAA(
1 10 19 28 37 45 55 64 73 82 91 100 109
Start
1392 VAD pronoter : A
696
0
YETGC TGO TACTCA TCCTA G TCCTGTT GETGC CAAGE TATT TAATATCAT GCACSE cC o CTTGTGTGC TTCAT TGGAT GTTCGTACCACCARGG AATTACTGG
118 127 136 145 154 163 172 181 190 199 208 i)
1392
696 » »
0 A
GTTAGTTCGAAGCAT TAGGTCLC TTT GTTTAC T ACACATGTGGATATE TTGAC TGATTTT TCCATEGGAGGGCACAGTIAAGCCGCT GGCATTATCCGCCAAGTZ
226 235 244 253 262 271 280 289 298 307 316 325 334
CcolV
1392
st >>>>§>>>>>>E§§ggggég
0
CAATTTTTTACTC TTCGAAGACAG TTTGCTGACATTG GTAATACAGTC TTGCAGTACTE TCCGEETETAT TAGCAGRAATGGGCAGACATT TGCACS
343 352 361 370 379 388 397 406 415 424 433 im ¢

Scal

o ot bttt m " \

CGGTGTGGTGGGCCCAGGTATTGTTAGCGGTTTG GCAGGCGGCAG GT G GG CCTAGAGGCCTTTTGATGT TAGCAG TTGTCATGC GGGE TEECE T
151 460 469 478 487 496 505 514 523 532 541 550 559
1392
TCTACTGGAG TATACT GGGTACTGETTGACATTGCG GAGCGAC GATT?TTET TATEG GETTTAT TG T'E GAGACATGGGTGG GAGATG GGTTACG
568 ST 586 595 604 613 622 631 640 649 658 667
1392 Hinc L
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Applied
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S/IN G:297 A:289 T:209 C:134

01953_13045_A4Lj_URA3pro_F_B10_04

Inst Model/Name 3500/3500 Instrument
Jan 06,2015 11:39AM, JST
Jan 06,2015 12:06PM, JST

01953_13045_A4Lj_URA3pro_F
KB_3500_POP7_BDTv3.mob

TT Af

KB.bcp Pts 1392 to 13032 Pk1 Loc:1369 Spacing:11.37 Pts/Panel1350
KB14.18 Cap4 Version 5.4 HiSQV Bases; 1007 Plate Name: 20150106_dnabank
TTGGTTGAT TATGACACCCGGTGETEGGT TTAGATGACAAGGGAGACGCAT TGGGTCAACAG TATAGAACCGTGGATGATGTGGTCTCTACAGGATCT GACATT
676 685 694 703 712 721 730 739 748 757 766 775
1392 Hincl

696

; %ggggggég%%&%

TTGT TG GAAGAGBACTATTTGGE GGGATGCT GGTAG GGGTG CGTTACAG GCAGGCTGGG TATTTGAG TGCGGCCAGC
784 793 802 811 820 829 838 847 856 865 874 881
1392
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XO.HOH AT & Y GET T T LT T TGT THGCTGGTGG TG CGCCAG? TTGGTGATGCGCTTAG ATT T G5 E G T'T
4 i
3 gd 892 901 910 919 928 937 946 955 964 973 9
1392 URAS Hind L
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TTCGGTGTT G TG T GCGG GGTGTGG G (9] 686 TG T G C T S & i G C TETEGE TE TG C T G
82 991 1000 1009 1018 1027 1036 1045 1054 1063
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