P Gene Engineering Division
RIKEN BioResource Research Center

« RIKEN DNA BANK clone name : Yeast mutant CYP51F1m/pBKS—
=N
@ Clone ID ; RDB _ 16757
@® Lot . 16757 _ ABK1
@ DNA Concentration g 25 nanogram/microliter
@® Volume ) 40 microliter
@® Form : DNA solution in TE buffer
@ Host - DH5alpha
@ Culture = LB medium
@ Antibiotics : 100 microgram/ml Ampicillin
@ Purification : QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 16757 =
(NEB#N3200L), _ =2
250 ng/well '§ :E = %
ES g &
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
BamHI : 4.5 kbp
Beglll : 45 kbp
BamHI+Bglll : 29,16 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A M13_-40 Sequence - E -
Sequence - B reverse2 Sequence — F -
Sequence — C N Sequence — G =
Sequence — D = Sequence - H = a9

APPROVED BY :

http://dna.brc.riken.jp



~ Applied

D05837A5_A8K1_3 M13_-40_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument
W-Om<m.nm_jm D05837A5_A8K1_3_M13_-40 Nov 15,2018 02:17PM, JST
S/N G:154 A:199 T:201 C Ul:gm_. name \D_. “_S\_mlk_.o KB_3500_POP7_BDTv3.mob Nov 15,2018 02:45PM, JST
KB.bcp ; Y Pts 1314 to 13407 Pk1 Loc:1291 Spacing:11.9 Pts/Panel1350
KB 1.4.1.8 Cap:17 B-BTTTTECCAGTCACBACGTTETA-S Version 6.0 HiSQV Bases: 1029 Plate Name: 20181115-kitaku
T G TCAGC G /GC GCGOIGIT AT/C GACTCACTATAGGCG/ TTGGAGCTEC nnmnmmeommmmnnmmﬂna GAACTALGT GGATCCATC GATGCTTAG GAGGTCATIATG GCTC
1 10 19 28 7 16 - 55 100
| Sacl Notl Xbal Spel ) BamHl Clal
acl m
_ 0 i 2
1280 y le \Vg\w@l\N‘\uJ/' w
|
M (ol WG _? il : , | = Il
0 OO AL AR T ; ARV Y o YA UL VA VLAV
TG TTATT GCAGTTTTT GGAGAGGCATT GG TACGT? : 56 G TTT GTCATT TETTGGCTITTAGCGEATT G GECE TETETTTGAT CATAZ 1T T CeT TTEATT
118 127 136 145 154 163 172 181 190 199 208 217 22¢
R Yoast muatorit CYPSTF 1 m (§35/0 .:
640
0 | |
TACAATATTGTATGGCAATTACTATATTCT TT GAG GGACCGTCCACCTCTAGTGTTTTACTG GATT CCATG GGTCGGTAGTGCT GTTGTGTACGGTATGAAGCCATAC G
; 235 244 253 262 271 280 289 298 307 316 325 334
NeoT
1280
AV AAARAANA e e
0 ::E:E::: ::E AYVW ATV :: MAVAARA A IV W WA A A E A ::.
TTTTC G { TaT 2 ATAECE ETEAETATTT YT €AT T C.cTTT T&ET T GAGTCATGACTGTGTATTTAGGACC GGGTCACG TTT GIEC T.TC ARCEE
343 352 361 370 379 388 397 406 415 424 433 442 451
1280
GTTGGCAGATGTT TCAGCAGALGCTGCTTACGETCATTTGACTACTCCAGTTTTCGGTAAAGGTGTT ATTTACGATT GT AATTCTAGATT GATGGAGCAA? W GT TT
460 469 478 487 496 505 514 523 532 541 550 559
Xbal
1280
640
0 A N /\ _
GTTAAGGGTGCTCTAACC GAAGCCTTCAAGAGCTACGT TCCATT GAT TGCT GAAGAAGT GTACAAGTACT TCAGAGACTCC CTTCCGTTTGAATG GAACT?
568 577 586 595 604 613 622 631 640 649 658 667 676
1280
- oo tvenndit i Wi
: iggi%?%%% | My
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Applied

W_Om<m.nm3m D05837A5_A8K1_3_M13_-40_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument
D05837A5_A8K1_3_M13_-40 Nov 15,2018 02:17PM, JST
S/N G:154 A:199 T:201 C:150 : KB_3500_POP7_BDTv3.mob Nov 15,2018 02:45PM, JST
KB.bcp Pts 1314 to 13407 Pk1 Loc:1291 Spacing:11.9 Pts/Panel1350
KB1.418 Cap:17 Version 6.0 HiSQV Bases: 1029 Plate Name: 20181115-kitaku
CTGGTACTATTGACGTGATGGTTACTC CCTG TCACTATTT T"ERACCBGCE TTC GATCATTATTGGGEGT GG TGAGAGC ATTGGATASBCGATITITG T TAD
685 694 703 712 721 730 739 748 757 766 775 784
1280
. Qggééé%
ﬁgég%%fg%%%ﬁ
TTGTACAGTGATTTGGATAAGGGTTTCAC TC CAATCAACTT CGTC TTCCG TAACT \ TTGGAACACTATAG G AGCABATE ATGC T0T GiEE TATE TeCEGE T
793 802 811 820 829 838 847 856 865 874 883 892
1280
640
0 %&é%éé@%%éé@%%%x
€ TTASATGE TS TTT GAT TX AGG G PA G "m.‘n‘ CGACATTC *AGACAGAGATTTGATCGATTCC TTG ATG GRA CTC RACICTAL
901 910 919 9p8 937 955 964 9 1000

1280 /\mﬁu\.i\g md\\v%l‘\ﬁb‘x ”_
640 ( G370D ) “

0 X000 OIS X TSN L L ooteat>ogocd Il Do T4,
TGACT G TE AG TC GC T CTIT & TIT A TTGATGTE IT § TGGG TGG TC & T e IT7TCTEE TG CC G TTE TG € ITGEG TTTT & TIG g
1009 1018 1027 1036 1045 1054 1063 1072 1081 090
1280
640
0 R e LA 2oamOcrod > L S g S~ o S T S e
I G C TG AG A CC G ATGITCC ACAA GG ™ig T CG G Al cC A TG L& TG T TT '"T EG A T G T G T G G
1099 1108 1117 1126 1135 1144 1153
1280
640
0 el R i e e . e T e T e e ]
: ; 2 76 GT G G
1180 1189

1280
640

| —
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Applied

Bi osystems D05837A5_ABK1_3_reverse2_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
D05837A5_AB8K1_3_reverse2 Nov 15,2018 02:17PM, JST
S/N G:241 A:310T:270 C. primer name u : reverse-2 KB_3500_POP7_BDTv3.mob Nov 15,2018 02:45PM, JST
KB.bcp ; : Pts 1301 to 13281 Pk1 Loc:1278 Spacing:11.81 Pts/Panel1350
KB 1.4.1.8 Cap:20 5'-GCGGATAACAATTTCACACAGG w Version 6.0 HiSQV Bases: 1016 Plate Name: 20181115-kitaku
G ACIA G ATIAC GCCAAGC GCGCRATTAACCCTCCACT GGG RAC "GCTGGGTACCGGGCCCCCCCTCGAG GTCGACG GTATC G ATAAGCTTTTAGATCTT TT GT 1
I
19 i) 46 55 vﬂ 64 73 82 91 1 109
pnl Apal XTI )\S2/T | CJal HindIL W
é? gl
559
0 SA A4 W
'CTGGATTTCTC TTTTCCCAG ATGATCTTGGCTGGACCGGTTGGAAGAGTAACCATAGATGT GTCAG GAG GTGGAACGGTC TTACCE TCTGGGTAATGCCAT TTTAATG
118 128 145 154 163 T 181 190 199 208 217

eust "ot CYPST Flm (6310D))

= gl sl

TTCTGATAA ,H_n‘o CATT G CACCTAGCTGAEAGT LG C ETGTTEAC CGATACATETET ETETACCACCACEG 2 GGT? GTATG G m.moqm.ﬁ CCETTAG
226 235 244 259 262 2797 280 289 298 307 316 325 334
T11E
:_ | E W, E ::: D E: A A AL E :::::: E
o WA VLA VN AT VE PAANW AN A AT AT
TGGCACCG CeaT TC GACTTCTTCACC GACGEGAAT GAGGAGGCAG TCTTITETTECAALEG GTG TGTT G TTGGT GAGCAT TAGGG GTAT TEGCGTETETT 1
343 352 361 3790 379 388 387 406 415 424 433 442 451
1118
559 »
TFGAGTGT!? CCTGGAG B CGTGAT CCTGCTGGGATGACAT GAAGTGTTTGG & GTGCATA TCTTTCAT CCTTACGGA G \AGAGTGCAATGG ATGGTC
460 469 478 487 496 505 514 523 532 541 550 559
i e
559
. A A M A A %z
AT T ETTAGAGTTTY T T ATAGTTTGEGGTTCAAE TEGCAT TETCETTIGT T TCGTAGGTC AT TEC TRECTTACCACEATLESR A ACACGECAT T TCTT CTTEGTAC
568 577 586 585 604 613 622 631 640 649 658 667 6
I 15118

5 Egégﬁézg%g?eé?zﬁégggge
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Applied

) Bi osystems D05837A5_A8K1_3 reverse2_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
D05837A5_A8K1_3_reverse2 Nov 15,2018 02:17PM, JST
S/N G:241 A:310 T:270 C:261 KB_3500_POP7_BDTv3.mob Nov 15,2018 02:45PM, JST
KB.bcp Pts 1301 to 13281 Pk1 Loc:1278 Spacing:11.81 Pts/Panel1350
KB 1418 Cap:20 Version 8.0 HiSQV Bases: 1016 Plate Name: 20181115-kitaku
TTCT TETTGGACAT CTGGTCTT T CAGCCA AGTGEE ARG TCCAAGC AGAAGTGGCAGCAGAARGTATGTTGACCACCCAT TAAGACATCAAT TAACAAGT TAGC GATTT
76 685 694 703 712 721 730 739 748 757 | 766 775 784
1118 mwﬂow.ﬁﬁ‘q\“d @bﬁmhoilﬁisch
o e???&%éigg
0 %55, %ggxﬁ
CTTGATCAGTCATCTTCACACCAT CCTTGTAGGTAGAGTTC TTCAT ATTE GATRARATOTE TOTCTTE AATETEE DIGT T T TET TET TTE Bn T
793 802 811 820 829 mum 847 856 865 874 883 892
1118
559
0 iggb%?%&?ﬁg&g%%ﬁ?%;i
PTGTAAGTAC CGEAGATAGCCTTTTGAGCGTGATCTC TCTTTCTATAGTGTTCCAATGG TAAGTT A GGG AAG | TTEG AGT gige TT 1
901 910 919 928 937 946 955 964 973 982 991
35
559
0 a%g%o;%oéxgo%gr
T AETE TAE T TG GG T AT TTIT BG TE TEA TTT i_ﬁ ciee TGAT GC GG TG
1000 1009 1018 1027 1036 1045 y 1054 1063 1072 op:hl
1
- i vt
1118 Vast metait CYP5T Flm (6310D) € _
559 _
0 O Sogod oo Toee D oS S e O i e T S S S TR @ O A SN e
GE T GHEE M A € TCACG TC A TAG TIA CC AG TAG T C TIT €A T CC i c A G it T G & ®@TE T A
1090 1099 1108 LR 1126 1135 1144 1153
1118
559
0 B i e SN S B e i e I o W e e -8
G ! g TG AACCG T g T G & T g T GTGT G C
| 1162 1171 1180
il 8
559
0 I."“rlllnn\'nl.l\l‘w — — —_—
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