P Gene Engineering Division
RIKEN BioResource Center

o RIKEN DNA BANK clone name : pET28/Dronpa—theta-D4

IK=H
BRC
@ Clone ID : RDB _ 15469
® Lot . 15469 _ Aldq
@ DNA Concentration : 25 nanogram/microliter
@® Volume g 40 microliter
@® Form : DNA solution in TE buffer
@ Host - DHb5 alpha
@ Cuilture = LB medium
@ Antibiotics - 25 microgram/ml kanamycin
@ Purification = QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 15469 _
(NEB#N3200L), gn
250ng/well v TR
%) Q) = o
[ o) C
S X M X
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Xhol : 6.3 kbp
Bglll : 6.3 kbp
Xhol+Bglll : 51,1.2 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pBR BamHI_R2 Sequence — E -
Sequence - B T7 terminator Sequence - F =
Sequence — C laclpro_F Sequence - G -
Sequence - D = Sequence — H =

APPROVED BY :

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



- Applied
w_wwﬁﬁmam

S/N G:107 A:154 T:85 C:118 primer name } : pBR322_BamHI_R2

D04498J6_A7Jg_1_1_PBR-BamHI-R2_A04_01_ABI24

D04498J6_A7Jq_1_1_PBR-BamHI-R2

KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Nov 17,2017 04:09PM, JST
Nov 17,2017 04:36PM, JST

KB.bcp i ‘ Pts 1262 to 12900 Pk1 Loc:1239 Spacing:11.45 Pts/Panel1350
KB 1418 Cap:1 5'- ATGTCGGCGATATAGGCGC -3 Version 6.0 HiSQV Bases: 1021 Plate Name: 20171117 dnabank
GT GG "G C G CCATTCG c G 'G G < "n CG 1G CG TCCGGCG TAG AGG fTCG ~2G 2TCTCG ATCCCGCG d_ﬂ ATACGACTCACTATAGG GGG TTGTGAGQG
I 10 28 37 46 64 73 100
| m%mb T7 Vﬁu§o
1192 .
4.
L\ \ ,.& Il E: AWM : = | ég\,
0 XK | ,fr., .r 1\ :? ML il v natill
iCGGATAAC TTEClEE T E'T i T TG IT TAAC TFT GGAGI C. gz am&mmr mnl.mlnn TCATCATCATCATCACAGCAGCGG TGGTGCCGCGCGGC
108 i X_UD .U.m._. 136 145 154 Zﬁu%“m” 172 181 190 : 199/ 208
lac operator R8BS o &Xx Hig +hromnb'n m_+m
_ | oA
1192 "z
S 0 L
0 A
GT O \TGAGTGTGATT GACATGAAGATC GCTGCGTATGG GGCGCTET TGGACACCCGTTCGCGATTG GGAGTTGGCCTTGGG GCCTTTCGA(Q
7 T NMm 235 244 253 262 271 280 289 298 307 316 325
pr s Dronpa  ABI8O226. 1, |..
1192 —7
%55%?%5%3%%
I CAGAGTATGGACCTT GTC : GGC GG ACCTCTGCCTTTCGCCTATGACATCTTGAC O.H_mq_me%oemm.ﬂ CG GC CAGGGTATTCGCC ATACCCAG!
334 343 352 361 370 379 388 397 406 415 424 433 442
1192
S
A A\
TATAGTAGACTATTTC GCAGTCGT TTCCTGAGGGCTACTCTTGGG CcG GCATG! TTACG GACGGGGGCATTTGT CGCGAC CGACAT CCCTGGATA
451 460 469 478 487 496 505 514 523 532 541 550
1192
596
0 . /\ /\ /\ /\ /\ ,<<<<<<K<<<<<<<</>>>>
GTGACTGT TATATCTATG TTCGATTTGATGGT GTG CTTTECTGCE TGGTCCAGTTATGCAG GAGGACTGT G TGGGAGCCATCCACTGAG! ATT
559 568 577 586 5895 604 613 622 631 640 649 658 6
1192
596
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m_0m<mﬂm3m D04498J6_A7Jq_1_1_PBR-BamHI-R2_A04_01_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J6_A7Jg_1_1_PBR-BamHI-R2 Nov 17,2017 04:09PM, JST
SIN G:107 A:154 T:85 C:118 KB_3500_POP7_BDTv3.mob Nov 17,2017 04:36PM, JST
KB.bcp Pts 1262 to 12900 Pk1 Loc:1239 Spacing:11.45 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1021 Plate Name: 20171117 dnabank
T e CcTEGATCGAGT GECTE ARG GEIGAT GT TAACATGEGC I TGTICGCT TGAAG GAG GG GCECAT TACCEGAT GTG AC T TCAR CTA CTTAT GCTAAGAAGGT T'GTCCH
67 676 685 694 703 712 721 730 739 748 757 766 77!
1192
596
GTTGOCAGAECTAT CAC T TTG T'G6 AR CADCACATTG AGATT A GC'CAE G AC G ATTAGH G'T TG T'TAATC T:6 CA TG AGCATGEE G GEGE AT TC TIGRGE T4
3 784 793 802 811 820 829 838 847 856 865 874
1192
596
CEEAeE A GRETD \a GCTT GECAAARATAAACT TAGATCATAG TGEAGCCTATG ITECACAG TTTGAAG TAGCOTE GGATE AA S TT TCATA TG AC
883 892 i L wo 910 919 928 937 946 955 964 973
Dronpec 4B, 612 | Fhnell H-9 4 Ndel
1192
596 Pebn3zoqa,(, ((nno.)
0 - ; ’ y
G AAGGE ARATG G T o e AT AAANE AT GG g_nmm TE Te G AT ARG AG ETTCA € F il C TT ¢
982 991 1000 1009 1045
1192
596
O el e W SN R it = I e e~
GGEC T BA TG T AR G 7 T A G TT MA AA G GC A G G iG TG TA ¢ GEG T TomE «© TT G CGC L = e
1072 1081 1090 1099 1108 i) 1126 1135
1192
596
O I A A e e e e e —— a2 = = e
G G G & ATigG P c
1144 1153
1192
596
O e ——— —
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» Biosystems D04498J6_A7Jg_1_1_T7 terminator_C04_07_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J6_A7Jq_1_1_T7 terminator Nov 17,2017 04.09PM, JST

S/N G:50 A:66 T:82 C:85 primer name @ - T7 terminator KB_3500_POP7_BDTv3.mob Nov 17,2017 04:36PM, JST
KB.bcp Pts 1385 to 12981 Pk1 Loc:1362 Spacing:11.54 Pts/Panel1350

- GCTAGTTATTGCTCAGCGG -3'

KB1.4.18 Cap7 Version 6.0 HiSQV Bases; 1022 Plate Name: 20171117 dnabank
TTCGC TPAC TTTC GGGC TTTG TTAGCAGCCGG ATCTCA S TE GTGGTIGGTGGTGGETECTEG m,b tq S TAAGTAATAC TA'GATC CAG GG TAT GTTGTTCCCCA T
1 0 19 28 37 46 55 64 73 82 91 100 109
_ XhoL |451op 0@ 67%094.1, (2102
1106 . 7-Dy

2 VA ;w %!.t.&.:i::....:: AWy ::.:EE .EEE::E&EEEE:E:

TG TA'TTAT TTGT TGG ACA T CRTHENT'T CGAE T'EA T CAT ETEC TECACEATTCCER GG EC TE TACAC TETCTTGETTT T TTATATITTECT TG CI
118 127 136 145 154 163 172 181 190 199 208 217 i
1106
> VI | » N
0 | \ |
TTAGCTTCAAGAGGTATTAC TGTTGAAT GT GAGE TG TP T TATC TT GATAAT T TCCATE CEATGT TT TAT GAGT T R P TEATTTIE G TS TTETEATRATS CTTEA T
226 235 244 253 262 271 280 289 298 307 316 ww 334
Bl
1106
553
0 VY .
JCCAGGCTACT TCAAACTGETGE CATAGGCTCCACTATGATC TF GTTTATTTTITTCC &T T DGQHWHSDOOOHOOOHOOOO GETCAG .HQOOOHH.OGOO TGCTCATGCE
343 352 361 370 379 388 397 If @ 06 415 424 433 442 45
Vih
Dob%eH.., Prowpo ) ABISDI26.1 . .. 6)2
1106 O-vif o (20 r
= iy A \ U AT W ) :::r E:: W, ; 1) : W
0 A A ) AWWVIT TP TUY WA I\
GATTFH CATTACTGTAATE R T TGTEGTEBGLE TTTT TETE "TGTGGTGGTCCAC! GTGATAGTCTGGC CTGGAC CET TE TTRGET T'TAT VGTAGTTTTG GTE
1 460 469 478 487 496 505 514 523 532 541 550 559
1106
é/%/ . V|
0 \ /\ » » :
SCATCGGT AT EGC CACETECT AGCGACAGAGCCATGTT CATCACCCT TCAGCACTECATCALC GEBACA T TTC TCAGTGGATGGCGLTCCEATT TEACAG TECT
568 577 586 595 604 613 622 631 640 649 658 667 4

1106

s %%égégggéééé%%ﬁé
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» Applied

W_Ow<mﬂm3m D04498J6_A7Jg_1_1_T7 terminator_C04_07_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J6_A7Jqg_1_1_T7 terminator Nov 17,2017 04:09PM, JST
S/N G:50 A:66 T:82 C:85 KB_3500_POP7_BDTv3.mob Nov 17,2017 04:36PM, JST
KB.bcp Pts 1385 to 12981 Pk1 Loc:1362 Spacing:11.54 Pts/Panel1350
KB1.4.1.8 Cap:7 Version 6.0 HiSQV Bases: 1022 Plate Name: 20171117 dnabank
ITTCTGCATAARCTGGACCATTG GCAGG G T CACACCATCE TCEAATTTCAT AG ATATAACAGT CACCATCCAGGE TTAT GTCETTTEGTEGCHET TAC TGEE cty

576 685 £94 703 712 721 730 739 748 757 766 775 784

1106
S UV GV L ot o 10 YO oo oo e
& TETTCETAATTE AL GOTT CETTCCEALAL AMGTAG §C C- TGS CGACTG CT TG AAATAGTCT TATTT TETGGE TATTTGGEC GAATACCGTGTTEGC GG T
793 802 811 820 829 838 847 856 865 874 883 8¢

CA G CACAGT TG TCH GATGTCATAG G CG CECAGAG GTECGCCTTCTTTGSACTITAAGGTICEATACTETGE TTTT CCCTLG GGCT TCCC AA GG CC
32 901 910 91% 928 237 946 935 964 973 982 991

CTECTTE RPATEGECGAAC GGG TG TCC TTTACAG CG CC TT CC TACE C GG AT G TCTT L TG enam\mrw TTIT 3 T C C CTCAT G T:
1000 1009 1018 1027 1036 1045 1054 ﬁ_m:v 1063 1072 10¢

oe S%S\ss AB., —
553

0 ‘\ugﬂr,’tmtﬁriv@ﬂ\ L2 b«@#‘\nﬂ’nﬂhﬁr.’?p&v‘&%ﬁﬂ LR, st g | 5 N O ool o
C G C TG CCG CG CCG e e GG CCG C TG €C TG 16 T&E A TG 6 TCG A IT G & TE g€ TEG c C & T < T

¥l 1090 1099 1108 1117 1126 1135 44

1106

553

0 S e D D ) D o o S U O S NP e O o e = 2
T T BLET TE C € e € i
1153 1162

1106

553

0 g S S o>
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Applied

D04498J6-1_A7Jqg_lacpro_F_C09_09_ABI24 Inst Model/Name 3500/3500 Instrument
W_Om<mﬁm3m . D04498J6-1_A7Jqg_lacpro_F Dec 06,2017 05:55PM, JST
SIN G:90 A:55 T:58 C:72 primer name C : laclpro_F KB_3500_POP7_BDTv3.mob Dec 06,2017 06:22PM, JST
KB.bcp 5-GACACCATCGAATGGCGC -3' Pts 1464 to 12640 Pk1 Loc:1441 Spacing:11.25 Pts/Panel1350
KB1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 972 Plate Name: 20171206dnabank
GGTAG CAG AT GCG C GG . Han GEE TEGTEAATCT CARACECAG TAAC G T TATACGATG TCGECAG AGTATECCGE TG TOTE TTATCAGACCE T TITC Y
al , 28 37 46 55 64 82 91 100
1162 \ loe I prometsr | ae L
581
GLGTGGTGAACCAGGCCAGC CACG TTTCTGCG ARMARG GCGE GAAAAAGT GG AAGCGGCGATEGGIG GRAGCTG AAT TACAT TCCCARCCGCG TEGGCACAACAACTGGCGHGE
109 118 127 136 145 154 163 172 181 19 199 208 217
1162 »b
gl E:: o 5: r: E T :» Nl A
o DA WA AUV AL A Y WA LA AN A
\CAGTE ETT GO TEATTEEE GTTHE CACATIC CAGTET GG CEC TEE ACGCIGCCE T'CE CAAAT TET CGE GG CEATTAAATCTCGE BECG ATCAA CTC GG TECCASC BTG GT GG TGT GU
226 235 244 253 262 274 280 298 316 325
1162
> ol E: | ::: I : » W) :E: Ll :E:: :: Dol
VA WATTV W AN TV VW WA WY W T W N TN A AT
JATEGTR AGCGGCGTCGAAGCCTGTAAAGCGGCGGTGCACAATCT TCTCGCGCAACGCGTCAG TGGGCTGATCATT ATCCGCTGGATGACCAGG ATGCCATTG C1
334 343 352 361 370 379 388 | 7 406 415 424 433 442
7\:me
1162
\ W F DT E: I
0 N | VA AN TR A UNANAEU U U TV
'GTGGAAGCTGCCTGCACTAATGTTCCGGCGTTATTTC TTGATGTCTCTGACCAGACACC CATCAACAGTATTAT TT TCTCCCATGAAGACGGTACGC GACTGGGLEGTG GAGE
451 460 469 478 487 496 505 514 523 532 541 550 5
1162
581 »
0 | | | . WYV VY E— | /\
ATCTGGTCGCATTGGGTCACCAGC \ATCGCGETGTTAGCGEGGLC CCATT GTTCTGTCTCGGCGCGTCTGCGTCTGGCTGGCTGGCAT AATATCTCACTCGCAATC
59 568 577 586 595 604 613 622 631 640 649 658 667
m:SH
1162
581
0 \y MY . AN A AN A
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Applied

' Bi osystems D04498J6-1_A7Jq_lacpro_F_C09_09_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J6-1_A7Jqg_lacpro_F Dec 06,2017 05:55PM, JST
S/N G:90 A:55 T:58 C:72 KB_3500_POP7_BDTv3.mob Dec 06,2017 06:22PM, JST
KB.bcp Pts 1464 to 12640 Pk1 Loc:1441 Spacing:11.25 Pts/Panel1350
KB 1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 972 Plate Name: 20171206dnabank
ATTCAGC CGATAGC GGAACGGGAAGGC GAC TGGAGTGCCATG TC CGGT ITTTCAACAAACCATGC RBAATGC TGAAT GAGGGCATCGT TCCCACTGCGATGCTGGTTY
676 685 694 703 712 721 730 739 748 757 766 1
1162
. gﬁigézg?%g&%g
0 %ggooo%%
scce "TCAGATGGCGCTGGGCGCAATGCGCGCCATTACCG AGTCCGGGCTGCGCG TTGG TGCGGATATCTCGGT G TEGEGAT e
175 784 793 802 811 820 829 838 E.q Wdf 847 B5p 865 874
1162 | ac L —
|
581 |
0 NN 00 X Ne0D OO o’o oL A a 0.0 % A0 OO Ool, X ol O = .
CEGCTCATGTTATATC CCGEL EG DT CCACCATC ARACA CGATTTTTCECCTGCTGGE § CAAAACCAG CGTEE ACCGCTTGCTGCAACTL TC
883 892 901 910 919 928 937 946 955
1162
581
0 » .
GGE CCAGGECCEE TG B GEGC A& TCAG @ TE TTH LCCBE TC TCREG T« TEca & A & 2 & G ¢ T TE GCE AR TAC®
973 982 991 1000 1009 1018 1027 1036 ) 104¢
1162
581
0 R Y P W D=l T S — GNP o o i o I = O o> — e D i N SO -
€C 2 G 8 ©E TEO TE T & 6 @G T G T G T, Gf T Az ITG C G CC TGG ¢ TR B ANC A A G |
5 1054 1063 1072 1081 1090 1099
1162
581
0 S — e s : e o e e e i S e e i — i — = SSNESNSE —= e —SSSEE eSS
& T opap @ € CG
1108
1162
581
0 — S ——————
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