P. RIKEN DNA BANK

Gene Engineering Division
RIKEN BioResource Center

clone name : pET28/0ly-EGFP-Hisb

itIH=H
BRC
@ Clone ID RDB _ 13963
@® Lot 13963 _ A6Bt
@® DNA Concentration 25 nanogram/microliter
@ Volume 40 microliter
@® Form DNA solution in TE buffer
@ Host DH5 alpha
@ Culture LB medium
@ Antibiotics 25 microgram/ml kanamycin
@ Purification QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
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Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
BamHI 6.4 kbp
Ncol 6.0,04 kbp
kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pBR322 BamHI R Sequence — E -
Sequence — B T7 terminator Sequence — F -
Sequence — C pGL3-RV4 Sequence — G -

Sequence - D =

Sequence - H

APPROVED BY :

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



Applied

Bi osystems D03144A6_A6Bt_1_pBR 322 BamHI R_F04_16 Inst Model/Name 3500/3500 Instrument
D03144A6_A6Bt_1_pBR 322 BamHI R Mar 17,2016 10:42AM, JST
SING23A20TA3C16  primername A: pBR322 BamHI KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp _ - Pts 1446 to 12794 Pk1 Loc:1423 Spacing:11.29 Pts/Panel1350
KB1418 Capig  ° ATGCGTCCGGCGTAGA-3 Version 6.0 HiISQV Bases: 795 Plate Name: 20160317 kitaku
ETE ATI{2ATAC G ACTCACTATAGG G GJA TTGTG AGCGG ATAACAAT TC CCC TC TAG AAATAATTT TGTT IAACTT TAAG AAGG AGATATACCGG T nmgwmnww

15 22 29 bm Qﬁm?&\o T Xpal 1 78 RBS 85 92 %8 “prL, ¢ \»\SH erl
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TAT GE TEE TGGGTCATCATCCTGATCCAGAATGTCGGTC TG TC \ATCA \EC TG ACGCCAGTTGG GG C GCTGTATGCCGATGGCGACAAAGATACCG
113 120 127 134 141 148 155 162 169 176 183 190 197 204 211 218
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AGTGCCGGC GTACGAAGGCATGGTCATTGCTCCGGGTGACCAGGTGC ATC CGCGTGCGGTCGT \TGCEGGCLCGA
225 232 246 253 260 267 274 281 288 295 302 309

GGCACCACCGGT
316 323

CETTTERCCT
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sGTTGATCC G TG ACAGTG 2T CAGGTCOGCLC TTTCCTE GGATTGTEL GTGGGEGGCACC GC G CAGCTGGGTGGTTGGCGGTAGC
3137 351 365 379 407 414 421 428

TTCT T
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TC GF

344 44¢

358 372 386 393 400
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TATACGGGTC CETEGACTCTGE G GCEAC TG GG CACGAT TACCGTCAACAC GE TG GATTGGC QOO Hon_.ﬁmmﬂm GCAAGGGCGAGGAGCTGTTC S nnmmﬂOHO
3 456 463 470 477 484 491 498 505 512 5P6 533 540 547 554 561
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GTGCCCATCCTGGTCGAGCTGGACGGCG ACGT CGGCCAC GTTCAGCGTGTCCGGC G AGGGCCAGGGCGATGC CACC TATGGC Wmnﬂm E CE'T G GTTCATE
568 575 582 589 596 603 610 617 624 631 638 645 52 659 67.
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Applied

Bi osystems DO03144A6_A6Bt_1_T7Terminator_E04_13 Inst Model/Name 3500/3500 Instrument

D03144A6_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST

S/N G:647 A:302 T:378 C:48: primer name B :  T7 terminator KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST

KB.bcp . Pts 1467 to 12869 Pk1 Loc:1444 Spacing:11.31 Pts/Panel1350

KB14.18 Cap13 5-GCTAGTTATTGCTCAGCGG-3' Version 6.0 HiSQV Bases: 969 e bt bkl
GA (TG C AT|C TTICE GECTITIC TIAGCAGCCE GITCTRCETE ETCETGCTEGETE CTGARGCT TICT TG TACAGC TCG TCCATGE CCE AG AGTGATCCEG GCGGCEGTEACG
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ACTCCAGCAGGACCATGTGATCGCGCTTCTCGTTGGGGTCTTTGC TCAGGGCGGACTGGGTGLCTCAGGTAGTGGTTGTCGGGCAGCAGCACGGGGCCGTCGCCGATGGGGG

19 118 127 136 145 154 163 172 181 190 199 208 bR
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TGCTTCTGC TGGTAGTGGTCGGCGAGCTGCACGE TGECECGTCCTCGATGTTGTGGCGGATCTTG A GTT EARCCTITG AT GCCGTTCTITCET GCTTETEG G C CA'TG TAT GACGTTGT
226 235 244 253 262 27X 280 289 298 307 316 325 33¢
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G GCTGT TCTAGT T G TACTCCAGETTGCTY GEC CCAGGAT BT T GCCETCCTC ETTG GTCGATGCCCTTCAGCTCGATGEC GEGET PTCACCAGGGETGTECEGEC CTCEG 2 TTCA CET EGE
b 343 352 361 370 379 388 397 406 415 424 433 442
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0 AVNA'AVATAYAVAYAVAYAYAY.VAVAVAVAVATAYATAVAVAVAVATA'AYAVAVAVAVAVAVA'AVAYAVAVAVAYAVAAV-VAYAVAVAVAVAVAVAVAVAVAVVAN
CGCGGGEGTCTTGTAGTTGCCGTCGTCCTTG G GATGGTGCGCTCCTGGACGT monqﬁoommn TGECGEGBEACTTG GAAGTCGTGC TGCTTCATGTGGTCGGGGTAGCG
451 460 469 478 487 496 505 514 523 532 541 550 559
1022
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GCTGAAGCACTGCACGCCGTAGGTCAGGGTGGTCACGAGGGTGGGCLCAGGGLCACGGGCAGCTTGCCGGTGGTGCAG ATG CTTCAGGGTCAGCT TGCCATAGGTGGCAT
568 S 586 295 604 613 622 631 640 649 658 667
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Applied

Bi Om<mém_.:m D03144A6_A6Bt_1_T7Terminator_E04_13 Inst Model/Name 3500/3500 Instrument
D03144A6_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST
SIN G:647 A:302 T:378 C:482 KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp Pts 1467 to 12869 Pk1 Loc:1444 Spacing:11.31 Pts/Panel1350
KB 14.1.8 Cap:13 Version 6.0 HiSQV Bases: 969 Plate Name: 20160317 kitaku
S GCCCTEGCCETCEGCCGEGE ACAEGC TG CTTGTGGCCGTTTACGTCGCCGTCCAGCTCGACCAGGATGGGCACCACCCCGGTG CAGECTECCTCECCET TG ETCAGE
676 685 694 703 712 721 730 739 748 757 766 775
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TIGG ATCC TTGCCAATCTTCAGCGTGTTGACGEGGT ATCGTECLCAGTGCEECCAGAGTCCAGGT ITTTGARECEGT TATTCGATCATCC CTTAGBATTGCTACC
A 784 793 802 811 820 829 838 847 856 865 874
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Applied

D03144A6_A6Bt_1_pGL3_RV4_H12_24 Inst Model/Name 3500/3500 Instrument
W.Ow<mam3m D03144A6_A6Bt_1_pGL3_RV4 Mar 18,2016 02:11PM, JST
SIN G:452 A:252 T:244 C:292 primer name ¢ pGL3-RV4 KB_3500_POP7_BDTv3.mob Mar 18,2016 02:37PM, JST
KB.bcp . _ Pts 1384 to 12600 Pk1 Loc:1361 Spacing:11.11 Pts/Panel1350
KB1.4.1.8 Cap:24 5-GACGATAGTCATGCCCCGCG-3 Version 6.0 HiSQV Bases: 972 Plate Name: 20160318_mix
G BG iC (C ‘G (CG TIG ACGCTCTC{AGG GCATCG GTCG AG !TCCCG G IGCCTAATGAGTG AG CTAAC TTACAT TAATTGCG TTGCG C[TCACTGC CCGC T TTCCAG T
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IG GG AAACCTG TGCCAGCTG CAT TAAT GAATCGGCCAACGC GCGGGE AGAGGE GGT TTGCGTAT TG GGCGCCAGGG TG GT TT TTC TTT TCACCAGTGAGAGG GG CF
109 118 12 136 145 154 163 172 181 190 199 208 217
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GCTGATTGCCCTTCACCGCCTGGCCCTGAGAGAGT TGCAGCAAGLC GG T CCACGC TG TTTGCCCCAGCAGGCGAAAATCC TG TTTGAT GETGGTTAACCGCGGEAT
7 226 235 244 253 262 271 280 289 298 307 316 325
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GAGCTGTCTTCGGTATCEGTCGTATCCCACTACCGAG ATATCCECACCAACGCGCAGCCCGGACTCGGTAAT GGCBCGCAT TG CECCCAGCGECATC TG ATCGT TEGECAACT
334 343 352 361 370 379 388 397 406 415 424 433 442
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TiE CC A GTIG GIE GATECC CC TEAT TCAGCAT TT GOAT GE TTTCT T G CCGGACATGGCACTCCAGT oonnaannnmjnnmnq.qnoonqm ‘q.qqm TTGCGAGTGAL
451 460 469 478 487 496 505 514 523 532 541 550
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3 ATATTTATGCCAGCCAGCCAGACGCAG ACGCGCCEAGACAGAACT TAATGGGCCCGCTAACAGCGCGATTTGETGGTGACCCAATGC GACCAGATGCTCCACGCEC CAG T
559 568 577 586 595 604 613 622 631 640 649 658 €
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Applied

'Bi osystems D03144A6_A6Bt_1_pGL3_RV4_H12_24 Inst Model/Name 3500/3500 Instrument
D03144A6_A6Bt_1_pGL3_RV4 Mar 18,2016 02:11PM, JST
S/N G:452 A:252 T:244 C:292 KB_3500_POP7_BDTv3.mob Mar 18,2016 02:37PM, JST
KB.bcp Pts 1384 to 12600 Pk1 Loc:1361 Spacing:11.11 Pts/Panel1350
KB 14.1.8 Cap:24 Version 6.0 HiSQV Bases: 972 Plate Name: 20160318_mix
GCETACCETCTTCATGGE AG A ATAATACTECT TGATEGGETETET GGTCAGAG ACATCARG TARCGCCGGAACATTAGTG CRG GEAGECT TCCACAG CAATGGC)
7 676 685 694 703 712 721 730 739 748 757 766 _
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TCCTGE GTCATCCAGECGGATAGTTAAT GATCAGCCCACTGACGECGTTSE CGE G AR CATTET BCAC CECCEUTTITACAS GETTECGACEECGE T TCEN'TETAL
775 784 793 802 811 820 829 838 847 856 865 874
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CATCGE ACAECACCACGCTEGCACCCAGTTI G ATCGGCGCGAGATTT TC & CCI6 CGG.AT TITGEGAEC GEEGEETE( GGG CCAG AC TGG AlTG
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TGGGC CGote PATCAGCARCE ACTGE T T CELC GRCEA G TTE TT G TE CEAGEG L GEA TT EGE TGE T T B §iC T 666 L
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