Gene Engineering Division
RIKEN BioResource Center

P_. RIKEN DNA BANK clone name : pAMH20

oz

@® Clone ID : RDB _01948

@ Lot E 13121 _ ASBg

@ DNA Concentration : 25 nanogram/microliter

@® Volume : 40 microliter

@ Form . DNA solution in TE buffer

@ Host : DH5 alpha

@ Culture . LB medium

@ Antibiotics s 100 microgram/ml Ampicillin

@ Purification : QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb)
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Erectrophoresis : 41 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
BamHI : 5.3 kbp
Scal : 5.3 kbp
BamHI + Scal : 3.0, 23 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence nhame Primer name
Sequence — A ADH_rev
Sequence — B Amp_R
Sequence - C HIS3pro_F
Sequence - D =

APPROVED BY :

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



» Applied

01948_13121_A5Bg_ADHrev_A10_01 Inst Model/Name 3500/3500 Instrument
' Biosyste — — e i -
- y L 01948_13121_A5Bg_ADHrev Feb 19,2015 08:54AM, JST
S/N G:397 A:452 T:323 C:289 primer name } :ADH_rev KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB.bcp \ Pts 1505 to 13163 Pk1 Loc:1482 Spacing:11.6 Pts/Panel1350
5'-CTAT -3
KB 1.4.1.8 Cap:1 wOETEAERAREEAAELNEAGS Version 5.4 HiSQV Bases: 982 Plate Name: 20150219_dnabank
GCAAGA 7PC TCAG ATFAGAITTTTC GT TTTI CCTASGAGTCNCTT T TTTGTATACACT TAT TTTTT TTATAAC TTAT T'TAATAAT T GAT TCATAAG
1 10 19 28 37 46 55 64 73 82 91 100 109
1342 —> ADHL teminator
0
TTCGClECGE *ATTAGCTTG GCTGCAGGTC G ACT cal T ECTCTTCER TCACTITER e TC TTCGAGCTCGGTACCCGGGGATICCTCTAGAGTCAGCTIGG
_P@xH 118 127 136 ‘Jm.naﬁ/ 154 163 172 181 190 Wm ﬁpmw : w 208 217
L L MycC R1 n ail Xia
1342 terwinaloy Py m& el ! 2 Sacl mE»H KoaL
671 » »
0 . » » Al |
ZTTGAT TETATGCITTE G TATAGCT TG TATTGTCGCAGAAAAAGAAACAAGGAAG GGGAACGAGAACAATGACGAGE (o} GATTRATAATTGCAGGTC TATT TAT Al
226 235 244 253 262 271 280 289 298 307 316 325 334

il ol , ,

ITPSATAGE GACAGCAAACTTT T ITTTIATT TLCE L i) GT CTGG GG GGCCGTATACCGTTGCTCATTAGAGAGTAGTGTGCGTG TG GG GG AT TY
343 352 361 370 379 388 397 406 415 424 433 442 451
1342
) g%éé\(i;g%?%é
o\ A \ VAW
'CEGTGTGC TTCGAGATACCCCTCATCAGCTCTGGA AC EGCACATEC TG PGETGETETET TG TCGTT T TTTECTTTAGTGEGTETT TCATTT TTTTETEAT T REGHE
460 469 478 487 496 505 514 523 532 541 550 559
1342
V- Egifgsg éas%é%%
0 53?5 ézsa?éés%
TATGGTGEAEGAC C CGGGGG G GG GTTGCATGEC GCATCTGTGETTCAT T TTGTAG TGC CGCGAC
568 577 586 595 604 613 21 640 649 658 667 67
1342 9 _
o\l
a7 AOHL gromoter A

o s ANMWWAAAAAWIN WA s s e e e snternad wnendel e snen o Mae s nenener
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2 Applied
uw wuw_ Bi osystems 01948_13121_A5Bg_ADHrev_A10_01 Inst Model/Name 3500/3500 Instrument

01948_13121_A5Bg_ADHrev Feb 19,2015 08:54AM, JST
S/N G:397 A:452 T:323 C:289 KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB.bcp Pts 1505 to 13163 Pk1 Loc:1482 Spacing:11.6 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 5.4 HiSQV Bases: 982 Plate Name: 20150219_dnabank
3 AC CEC TAATTITIT TC G GAATCTGAGCTGCATTTTTACAGAACAG TGC~ACGCG GCEGETATT TTACCAACE AAGAATCTIGTGCTTCATTTTTGT
6 685 694 703 712 721 730 739 748 757 766 775 1
1342
671
0 &%ﬁé??g%gg%%
TGCARCE 66 AC AGEGE CTAAT T I TTE lo GAATCTGAGCTGCATT TTTACAGAACAG TEEAACG CE A6 AGCEGE TATTT T2€ € o
5.@ 793 802 811 820 829 838 847 856 865 874 883
1342
671
0 e B O Y oY oo Ve Yl T s e T i T o e o D N o Vo 8 e s Ve T e S e N oY i = Y O O Y
G AATE BATACT TOTTTIITTYE TR TA L TGCATCCCGAGAGCGCTATTTITTIICTAAC G GATE TIDAG AL T BC T IDTT TOT.€ TECE T TT:8 T
892 901 910 919 928 937 | 946 955 964 973 98
- _
1342 Nt L ﬁ
671 _
O — =
ICGCTUOTAT TGEAG TC TCIITE AT g TTTTTIGE AETE T GG TCCC G TT CE T BG G G & TAGE T TTIE0 ‘TG TC
2 991 1000 1009 1018 1027 1036 1045 1054
1342
671
0 = e
T TEET § 2.8 T § ay i & ¢ TG c TE © ol T €CCC G CG gt C TG T or T
1063 1072 1081 1090 1099 1108
1342
671
>\O — e o ———— — e — ——— — e —————
G cc G GG cC G
1139
1342
671
0
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") >_u_u__mn_

;,_,. 01948_13121_A5Bg_Amp_R_B10_04 Inst Model/Name 3500/3500 Instrument
= W.Om<mam3m 01948_13121_A5Bg_Amp_R Feb 19,2015 08:54AM, JST
SIN G:372 A:427 T:319 C:360 primer name m . Amp_R x.mlmmoolno_uwlwo,?w.q:oc Feb 19,2015 09:32AM, JST
KB.bcp v« Pts 1516 to 13256 Pk1 Loc:1493 Spacing:11.66 Pts/Panel1350
= AATGTTGAATA-3
KB 14.1.8 Cap#4 SHEEERCATEEN Version 5.4 HiSQV Bases: 1022 Plate Name: 20150219_dnabank
TC ATTTT(A TATTAT TG A GCATT TATCAGGGE TTZT TG TCTCATE AGCEGATACATAT T TGAATGTAT TTAG T e T A GGEEETTCCCEEEACA T T CTCEY
T il 21 31 41 51 81 91 101
Tet
1302 }csm R prome
651
0
3 GTECCACETE ACGT T CCAT TAT TATCATGACAT TAACETAT TAGGCGTATCACGAGGCCCTTTCGTCTCGCGEGTTTCGGTGATGALGGTG d
i} il 131 141 151 161 171 181 191 201 211 22
Aot T
1302
651 —
0
CTCTGACACATGCAGCTCCCGGAG ACGETCACAGC TTGTCTGTAA GEGGATGCCGGGAGCAGACAAGC CCGT CAGGGEGCETCAGCGGETGTTGECEGGTGTCGGGGCTGGC
1 231 241 251 261 271 281 291 301 311 321 331
1302
:: ; E::.: :L .: Ui » Wt o o et
o WAL U VAN T W AN A ARA NN TV AU PV A AN A ANV W AN AN AT AU i
TTARCTATGECGGEC AT CAGAGE AGAT TETACT G AGAGTGE BCCATA|ACGCATTTAAG GAT CACGCACTATGCCGTTCTTC TCATG TATATATATATACAGGCAACACGCAG
341 351 361 371 381 391 401 411 421 431 441
1302 M Orl
S T %%gzéggi{égé /?EE/@
0 W\
ATAGGT GCGACETGAACAGTGAGC TGTATGTGCGCAGE TCEEE TTGCAT TT TCGGAAGEGC TCETTTTCGE & GCTT T6 ARGT TCCTAT T CCE T-TGE TAT'T STCT
451 461 471 481 491 501 511 521 531 541 551 5
1302
g VoW WY
0 MY z%%g é%éﬁéééégf%é%%z
CTAG GTATAGGAAC TTCAGAGLECTTITG GEEETCTEARGACGCATTTTC CGCACCEGACTGTAACGBAGUTACT TAT TGCG
61 571 581 591 601 611 621 631 641 651 661 671
1302
651 A I X
A A N A
0 WA A AWM s e s AW A e s e s s I Wi o anenn i
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N Applied

A e 01948_13121_A5Bg_Amp_R_B10_04 Inst Model/Name 3500/3500 Instrument
.0 Biosystems 2 x _Amp_R_B10_|
sl 01948_13121_A5Bg_Amp_R Feb 19,2015 08:54AM, JST
S/N G:372 A:427 T:319 C:360 KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB.bcp Pts 1516 to 13256 Pk1 Loc:1493 Spacing:11.66 Pts/Panel1350
KB 1.4.1.8 Cap4 Version 5.4 HiSQV Bases: 1022 Plate Name: 20150219_dnabank
TACCEE T TCRAT CATTEETT GTATCTCTTTGCTATATATC TE TGTGCTATATCCC TATATAACC TAC CCATCCACCTTTCEGCTCCTTGAARAETTGRATCT
681 691 701 711 721 731 741 751 761 771 78
1302
651
0 §§e§§<§§§§§§§§§
PG ACE TCTAGAT TTTTTADGTTTATCTC TAGTATTACT CTT TAGALC TTGTAGT AR GAAC TATTCATAGAGTG TG G ¢ TAL G AATG
i 791 801 811 821 831 841 851 861 871 881
1302
651
0 R T e o e e b e Y o Y I e 0 Y 2 Ve e B O e Y B T S Uy e V== Vo Y V= O oV o O o Vo ) Y Vo Y Vo i V=W O Y aas V =
I CATTTMCC TATACGTAGTATATAGA GAC yily. O GiZ ce GTT AT TTTTLETGACEAA TG G T EADE CECTATECACTTITAN§ 7
891 _ 901 911 921 931 941 951 961 a71 981
|
1302 “
651
O -
PCal G EATIEC e PiER AC ATEE B TATAL BT TC GGGG ATGCCC TTT 7C TT G TOOCA € € GECAGCC TT C6 € |
991 1001 1011 1021 1031 1041 1051 1061 10
13102
651
O ——— e
CG T TTE A & T ¢4 € 6et GG TTCG G TC ol B 9T R O BAE 6 G g e TT: A GG CG TC
71 1081 1091 gk 1111 1121 1131
1302
651
0 = e m——— —————— e — —— ]
G T CG 6 i@ s
1141 1151
1302
651
0

Printed on: Thu Feb 19,2015 11:12AM, JST Electropherogram Data Page 2 of 2



» Applied

01948_13121_A5Bg_HIS3pro_F_C10_07 Inst Model/Name 3500/3500 Instrument
3 s T, - £ SR T i
w_0m<mam § 01948 _13121_A5Bg_HIS3pro_F Feb 19,2015 08:54AM, JST
S/N G:604 A:722 T:423 C:438 primer name O it HIS3pro_F KB_3500_POP7_BDTv3.mob Feb 19,2015 09:32AM, JST
KB1.41.8 Cap7 Version 5.4 HiSQV Bases: 994 Plate Name: 20150219_dnabank
T EGe TATzCA IM'TATAT GTZAT GT B IT TTCT TEG ARG AZTETAC T TGAGCAGE CAAGAT CiG AAGGC m{WQ CAG AGCOAG GCE GTAGT GC
i 10 19 28 37 46 55 64 73 Gtart 91 100 109
1232 H15 3 prowoter I
o ?é
VA
0 %WOQM@R&Q%K& v W I\
T'TAL LAG ATT.CA GAT TGO GATCTCTT T GGETGGTCCCCTAGCEATAGAGEAC TCGATC TTECCAG GAGGCAGAAGCAGTAGCAGAACAGEGL
118 127 136 145 154 163 172 181 190 199 208 217

1232

3 L |

CAC T CG.C GTGATT CGTCCACACAGGTATAGGGTTTCTGGACCATATGATACATGCTCTGGCC GCATTCCGGCTGGTCGCT TCGTTGAGTGCATTGGTGACTTA

226 235 244 253 262 271 280 289 298 307 316 325 334
NdeL Mecl
1.2:32
616 /
0 ‘ A » \
CACATAGACGACCATCACACCACTG GACTGCGGGATTGCTCTCGGTC GCATTT GAGGCCCTAGGGGCCGTGCGTGGAGT GEGTTTGGATCAGGATTTGCGCC
343 352 361 370 379 388 397 406 415 424 433 442 451
1232
616
TTTGGATGAGGCACTTTCCAGAGCGGTGGTAGATCTTTCG CAGGCCGTACGCAGTTGTCG CTTGGTTTGCAEGAGGGAG GTAGGAGATCTCTCTTGCGAGATGATC(
460 469 478 487 496 505 514 1] 532 541 550 559

1232 BalT

5 it sy it

PCBCATTTTETTG GTTTTGCAGAGGC GC-G TTACCCTCCACGTTGATTGTCTGCGAGGC TCATCACCGTAGTGAGAGTGCGTTC GGCTCTTGCG
568 577 586 595 604 613 622 631 640 649 658 667 |
1232 Ber X (wethylated )

m; A MMy . é?@miééﬁéﬁi )§£§§£§i§5@5§£f§5é>§5bﬁ
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N Applied

@nﬁ Biosystems

S/N G:604 A:722 T:423 C:438
KB.bcp

KB1.4.1.8 Cap7

01948_13121_A5Bg_HIS3pro_F_C10_07
01948_13121_A5Bg_HIS3pro_F
KB_3500_POP7_BDTv3.mob
Pts 1543 to 13385 Pk1 Loc:1520
Version 5.4 HiSQV Bases: 994

Inst Model/Name 3500/3500 Instrument
Feb 19,2015 08:54AM, JST

Feb 19,2015 09:32AM, JST
Spacing:11.69 Pts/Panel1350

Plate Name: 20150219_dnabank

GTTGCCAT
676

GAG!
685

GE CACCTEC GZEG

694 703

TG G

CCAACGATGT TCCCTCCAGCC CGEGTGTTCTTATG|ITAGTGACACCG ATTATTT GC GGC G TTAC AT 3T T-&)
712 721 730 739 ,mdo.ﬂ 748 757 766 775 7€
Hind T

S N vA««KM%A<KK%<¢(%<K&/A«K<V
0 o0l 01 0 TV ¥ o 1 e O T L AT e Y W e e W e e
IGTTAGCTGGTGGACTGACGCC AG TGTTGGTG ATGCGCTTAGATT TGGCGT TAT TG G TG TTGATES TAAGCGGAGGTGETGEGG AGAT TGGTGT
! 793 802 811 820 829 838 847 856 865 874 883
1232
616
0
GACTCT (24 : TAGC T T DC G TE TEE T G s (GTT L k) 7 O ol ol GT GT 4 1 ot g GT qq—amﬂaemeon € TT GCEE GG T G
892 S01 910 91¢ 928 937 946 955 E.___E 973 982
1232 "
616
0 .
GGTGTGG TC T G GC G EETE TiEG T TAGCE 'T'G G G C ECC TG CEE T 0 GG G & TTT g T e LG T G
991 1000 1009 1018 1027 1036 1045 1054 1063
1232
616
0
T T B E ol i s o cC T G G TTC c T T TTT @ T T (IR C T LT T T < . I GA T G (g
1072 1081 1090 1099 1108 1107 1126 ]
1930
616
O = ————,
T G T G i . T G ( T &) i T G G T '
135 1144 1153 1162
1282
616
0 e R e T e e e -
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