Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pGML20

RIKZH
BRC

@® Clone ID . RDB _ 01958

@® Lot > 12315 _ AbBg

@® DNA Concentration : 25 nanogram/microliter

@ Volume : 40 microliter

@ Form i DNA solution in TE buffer

® Host ; DH5 alpha

@ Culture d LB medium

@ Antibiotics : 100 microgram/ml Ampicillin

@ Purification i QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis : 45  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
BamHI : 6.2 kbp
Pstl : 54,08 kbp
Hincll ; 45,1.0,0.7 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name
Sequence — A ADH_rev
Sequence — B Amp R
Sequence - C LEU2pro_F
Sequence — D =

APPROVED BY :

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

01958_12315_A5Bg_ADHrev_A08_02 Inst Model/Name 3500/3500 Instrument
J Biosystems 01958_12315_A5Bg_ADHrev Feb 17,2015 01:48PM, JST
S/N G:423 A:514 T:461 C:292 primer name > : ADH_rev KB_3500_POP7_BDTv3.mob Feb 17,2015 02:14PM, JST
KB.bcp 5'.CTATACCTGAGAAAGCAACCTGAC-3' Pts 1491 to 13045 Pk1 Loc:1468 Spacing:11.44 Pts/Panel1350
KB14.1.8 Cap:2 Version 5.4 HiSQV Bases: 986 Plate Name: 20150217 _dnabank
T.GEEE TC Tk ATIACATINTC G TNT CCTAAG ABT (ACCCET TP L ETATACAE TTATTTTT TTIATAA CGT TAT T IAATAAT T CAT TEAT
1 11 21 31 41 51 61 71 81 91 101

1222~ APHL terminator

gfigé/ ot AV e AN e A A

TTCGC|ICCG G TTAGCTTGGCTGCAGGTCG O_q.n _O GATCETCOT TCES TER D%H%ﬁaméqn G TTCGAGCICGEGGEGTACCCE GGG ETCCTCTAGAGTC TTCG
131 121 131 151 161 171 181 191 21 221
AL el ez ST Eeotl €Ot g P ]
1957 R A Mye SacT Sma Xba
Terminator Hinc
611 »
0 | \
TCCGGGIGTTTTITTCTCECT TGARACGTT GTATAGAGGTATATT C TTTTTTGTTGATACTTTTAT T2C ﬂﬂﬁ@ T G GT TAC CeG TGTTG GTAT
23 241 251 261 27 281 281 301 311 321 331

ceALd, L0 prowmoter

= bbbt dus I

I'AGTT G GGET TATGC AGT T TTGCAT TTATATAT CTGTT TAGATC: TEATEG E'PTEGET GATT TTACE CCAlG T GGCT T TEECATT
341 151 361 371 381 391 401 411 421 431 441 4
1222
ol §§§§552§§> WA WY
IEC TATGGETTGTT 3 14 A TE&ETT AT T GCTTTGTGGGGCCAGGTTACTGCC TT TEECTE T TEAT GCTAGTATTGTAG TCTTTATTGETICGJ
151 461 471 481 491 501 511 521 531 541 551 561

1222

o gi?é%?ﬁ%%%é@%?%%@éﬁ bl

GCAGTGCGGCGCGAGGCACATCTGCGTTTCAGG CGCG .CCGGTG GACGAGGACGCACGG *GG AGAGTCTTCCTTCGGAGGGCTGTCACCCGCTCGGCGGCTTC T
57 581 591 601 611 621 B3l 641 651 661 671
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yﬁw PUU__QQ 01958_12315_A5Bg_ADHrev_A08_02 Inst Model/Name 3500/3500 Instrument

f73. Biosystems 01958_12315_A5Bg_ADHrev Feb 17,2015 01:48PM, JST
S/IN G:423 A:514 T:461 C:292 KB_3500_POP7_BDTv3.mob Feb 17,2015 02:14PM, JST
KB.bcp Pts 1491 to 13045 Pk1 Loc:1468 Spacing:11.44 Pts/Panel1350
KB14.1.8 Cap:2 Version 5.4 HiSQV Bases: 986 Plate Name: 20150217_dnabank
| TCCGITACTTCAATATAGCAATGAGCAGTTAAGC GTATTACTG GTTCC GAGAAG GTTTTITTAGGC TAAGATAAT G GGGE TETTTACATTTC CACAACATA

681 691 701 T 721 731 741 751 761 771 7

BT
0 YA X ,..o....s.p..& OO
GT GATTAGATATGGATATGTATAT GG ATATGTATATGGTGG T TGE CATGET TATGATTATT CTTE TTTECGTECATCE GT G
'81 791 801 811 821 831 841 851 861 871 881
1222
611
0
TTTTTT G T=E 1 AT ] ATISG = =C TC G.T TAC B GTG GTG [ El kol GCGC TG C G C cCG G C TETE TGEC TT G Gl g iy ol R ¢
891 901 911 921 931 94T 251 961 971

Lnps GALLAD Por1 Bphl 2 b
611 m:\os;o.ﬂmw\

c TG C CGCGAGAGCGCT H.ﬂﬂﬂ.._.,r_,n C G TC TG BCTE C T TAET T c G C G T& & CG CG

981 991 1001 Hou.v. 1021 1031 1041 1051 10€

1222
611

0 ——
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01958_12315_A5Bg_Amp_R_B08_05 Inst Model/Name 3500/3500 Instrument

01958_12315_A5Bg_Amp_R Feb 17,2015 01:48PM, JST

S/N G:700 A:711 T:500 C:531  primer name m ;. Amp_R KB_3500_POP7_BDTv3.mob Feb 17,2015 02:14PM, JST
KB.bcp . i Pts 1498 to 13025 Pk1 Loc:1475 Spacing:11.43 Pts/Panel1350
KB 1.4.1.8 Caps5b RGOSR G R Version 5.4 HiSQV Bases: 1010 Plate Name: 20150217_dnabank
e G 11T TC "ATTIAT TG GCAT TTATCAGGGTT!TTGTCTCATG AGCG GATACATATTTG TGTATTTIAG T C TAGGGGTTCCGCGIKACATTTCCCCYG

1 i 21 31 41 51 61 7ol 81 91 101 1

A Eﬁw das\sdm«

o g@%%?é%%%%% o o

GTGCCACCTG A2CGTCT CCATTATTATCATGACATT T TLGGCGTATCACGAGGCCCTTTCGTCTCGCGCGTTICGGTGATGACGGTG &
11 121 131 141 151 161 ’ 171 181 191 201 247 221
1190 ot
595
0 _ |
CTCTG ECACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGT GCGG TGCCGGG ~GCAG . C GCCCGTCLGGGCGCGTIC QOQODHQHHDOOOOQHOHOOGOQOHQOOJ
231 241 251 261 271 281 291 301 FA 321 S
1190
595
O e
iy CTATGCGGC ATCAGAGCAGATTGTACTGAGAGTGCACCAT CGCATTT GCAT CACGCACTATGCCOGTTCTTC TCATG TATATATATATACAGGEE CACGCAGAT
341 351 361 371 81 391 401 411 421 431 441
2 1
1190 M0
= éé/aégaég A
" I
GGTGCG CGTG CAGTGAGCTGTATGTGCGCAGCTCGCGTIGCATTTTCGG GCGCTCGTTTTCGG CGCTTTG ETTCCTATTCCG GTTCET ATTCET CTAG
451 461 471 481 491 501 511 521 531 541 551 561
1190
= gé%%ﬁ%%%z%ﬁ%ﬁ% v )\/Ea,
WV zéé
o W
CTAG GTATAGG CTTCAGAGCGETTTTG GCGCTCTG GACGCACT CGCACCGGACTGT CGAGCTACT TTGCG
571 581 591 601 611 621 631 641 651 661 671
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f ﬁﬁ.«w W_Wmﬁb_%_mam 01958_12315_A5Bg_Amp_R_B08_05 Inst Model/Name 3500/3500 Instrument
S 01958_12315_A5Bg_Amp_R Feb 17,2015 01:48PM, JST
S/N G:700 A:711 T:500 C:531 KB_3500_POP7_BDTv3.mob Feb 17,2015 02:14PM, JST
KB.bcp Pts 1498 to 13025 Pk1 Loc:1475 Spacing:11.43 Pts/Panel1350
KB1.4.1.8 Cap5 Version 5.4 HiSQV Bases: 1010 Plate Name: 20150217_dnabank
TRECELT TCEAC CATTECTC CTATC TOTTICCTATATATOLONE PHC PATA TECUTATATAACCTACEDA T CAE 6T TTEE B2 COTTEA AGTTECATET
681 691 701 711 721 781 741 751 761 771 78
1190
595
0
ETC GACOTCTACATTT TT TAT GTTTATCETC TAGTATTACT TTTAGAC T'TGTAG TAAGAACTAT LCNTAG AGTG AATE 6 GARTACG
31 791 801 811 821 831 841 851 861 871 881
1190
595
0
TGT CATTTCETATACGETAGTATATAGAGAC TAG G G @G T A TAAT T T € TGA BT TG rahe T TC AT AR TR |
891 901 911 921 931 941 951 _, 961 971 981
| minr@H I
1150 _
|
5895 )/ [
0 Lo 0 XO000000002000000e0000C 00! L S5O0 Dotuoocoooocoo-ol Do
[iG: T & 1%} i GT TGE GC TCCC (6] TCGG T TA G gk T A TC GGGG TGEEEC TTT ATE T & TG C cCCCcC G C G CC TIT
991 1001 1011 1021 1031 1041 1051 1061
1190
595
0 O 00090000K 0000 ooa L 0o XX oo DO DA< Sac o O
86 ¢ TAG T e ag c e dig E TEC B T & @ Mmalan o W ilicicle: & GC T GG
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) Applied
rw W Bi osystems 01958_12315_A5Bg_LEU2pro_F_G11_20 Inst Model/Name 3500/3500 Instrument

01958_12315_A5Bg_LEU2pro_F Feb 19,2015 08:54AM, JST
S/N G:752 A:730 T:711 C:625 primer name ¢ : LEU2pro_F KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB.bcp Pts 1485 to 13145 Pk1 Loc:1462 Spacing:11.69 Pts/Panel1350
5'-AAGCGTTCATGACTAAATG -3 2
KB 1.4.1.8 Cap:20 Grpees Version 5.4 HiSQV Bases: 978 Plate Name: 20150219_dnabank
T G EC TG E TAT TAT T T GEICETATT GT TTTTTCC TAGGTG GTTAGC TEGTE TUACT T'TE.T CTTTTCITACE TT'TITACAT TT CAGE TATATAT
af 11 21 31 41 51 61 71 81 91 101
—> LEVU2 promoter
1118 °
0 A
TATATATT T:C GG AT AT ACCATTCT @ﬂdmnﬁnna GATCGTCGTTTTGCCAGGTGACCACGTTGGTC G TCACAGCCGAAGCCATT GGTTETT G
111 121 131 mda\c 141 151 161 171 181 191 201 211
ILs
——3 » EUZ
1118 ﬁﬁcqscdm
o> A |
CTATTTCT G ATGITC T FCCA ATGT/0A AGTTE GATT THG TCATTTAATTGGTGGTGC TGC TATCEATGCTACAGGTGT TCCACTTCCAGATGAGGCGCTGG AAGCCT CL
221 231 241 251 261 271 281 291 301 311 321 e
Glnl
[ 1118
559
) GECTGATGCCET ITTGT TAGETEETETEEETGETCCT TG GGG TACAGE TAGTGT TAGALCTGAACAAGE T TTACT PECET GAACTTCAATTGTACGE
131 341 351 361 371 381 391 401 411 421 431 441
1118
559 »
0
CTTAAGACCATGTAARCTTTGCATCCGACTCTCT TTTAGACT TATCTCCAAT CAAGCCACAATTTGCT GGTACTGACTTCGT TGT TG TCAGAGAAT TAGTGGGREET
461 471 481 491 501 511 521 531 541 551
1118
559
i ?%%é@% 55?5
TTTACT HIGIGT GGAAGACGATGGTGATGGTGTCGC TTGGGAT AGTG TACACCGT TCCAGAAGTGE THGCC 86T FTCAT GGECE
561 571 581 591 601 611 621 631 641 651 661
1118 ./ \
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ﬁw Applied

J W.Om<m.nm=._m 01958 _12315_A5Bg_LEUZpro_F_G11_20 Inst Model/Name 3500/3500 Instrument
01958_12315_A5Bg_LEU2pro_F Feb 19,2015 08:54AM, JST
S/N G:752 A:730 T:711 C:625 KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB.bcp Pts 1485 to 13145 Pk1 Loc:1462 Spacing:11.69 Pts/Panel1350
KB 1.4.1.8 Cap:20 Version 5.4 HiSQV Bases: 978 Plate Name: 20150219_dnabank
TACAACATGAGCCERC EATTGCCTATTTG GTCCTTGGAT GCTAATGTTTT GGCCTCTTCAAGATTAT GGAG CTGTGG ~GG CCATCAAGAACGAATTTCY
671 681 691 T 701 11 721 731 741 751 761 771
<yl
11718 m ,\

* trentlte e b etonedbmi el rned sl

M T GGTTC ATTGATTGATTCTGCEGCCATGAT ECCTAGTT geChAgeT TGET ATT TCACCAGC CATGT THGGETE
181 qu 801 811 821 831 841 851 861 871

1118 AFUIE

- i@&%@%@@?éﬁg&c%&g?g;

TATE TETEE G TG GIE E T faes TTET CICE GG TTCCTTGGE TTTIGTTGE C TCT CE TLEE T GE 66 T¢ TTF I"G:EG6 : ACEBE TP T
881 891 901 911 921 931 941 951 961 971
EoolV Ceyl Sty

1118 ! 7

559

0
mf TIT G T CG (A 0 & EC CEGGE TT:CTGHE TCE G TTT G CC G i C & TCEC e T TECG [ e T T & T G T¢ T G CTTG CC
_ 981 991 1001 1011 1021 1631 1041 1051 ]
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