P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pET28/EryA-EGFP-His6

RIMZH
BRC
@ Clone ID . RDB _ 13964
@® Lot . 13964 _ A6Bt
@® DNA Concentration . 25 nanogram/microliter
@® Volume . 40 microliter
® Form . DNA solution in TE buffer
@ Host - DH5 alpha
@ Culture s LB medium
@ Antibiotics s 25 microgram/ml kanamycin
@ Purification s QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 13964
(NEB#N3200L),
125 ng/well ;o
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Sall ; 6.4 kbp
Ncol s 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 = . R
Sequence - D - Sequence - H - ‘Ld:q 6.7 20 _

APPROVED BY : \F
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Applied
hr,w Biosystems D03144A7_A6Bt_1_pBR 322 BamH| R_H04_22 Inst Model/Name 3500/3500 Instrument

D03144A7_A6Bt_1_pBR 322 BamHI R Mar 17,2016 10:42AM, JST
S/N G:18 A:20 T:14 C:17 primer name A : pBR322_BamHI_R KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp : , Pts 1454 to 12960 Pk1 Loc:1431 Spacing:11.37 Pts/Panel1350
KB14.18 Cap22 |O-ATGCGTCCGGCGTAGA-3 - Version 6.0 HiSQV Bases: 765 Plate Name: 20160317 kitaku
ICEZT CA ,.‘mnwéwf.,.q”.ﬁm FICTC(ACTATAGG|GG ATTGTG AGCGGATAACAATTCCLC TC TA a....,.. AAT|ITTTGTTTAACTTTAAGAAGGAGATATACCG G TACHEATHEAGC C
15 29 36 43 50 57 73 78 85 92 99 i 0% n..H 1]
7 pomder XbaL RS KT e | 4
- ' i lac operator Q\b
o AR UM |
0 ’P"a"?’» .., r' 00 i ’ L ’ _.., 4 | / . Al »b.t\k 2 LY.L 8 ’. » :
ACGC TCAATGGGTCATCATCC TCATCCACAACGTCG GG CAACAGAACGTCAAGATCAMAAALACCTCAATGCTTCCTGGGG ARAGCTTTATGCTGACGGC G ACAAAGACAC
L3 120 127 134 141 148 155 162 169 176 183 190 197 204 211 218
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AAGTCCCAGCAAGCAAGTACGAAGGAARTGGTTATAGCGCC TGACGACCAAGTCCAGH?S ACGCCTGTGGCAG AGAAGATGCTGCCGAGGGCACGACAGG RACTTTTGAC(
225 232 239 mnm 253 260 267 274 281 288 295 302 309 316 323 330
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TTCGTCGACCCCAACGACAGTGATAAGCAGGTCCGCCATTTTGCCTGGGACTGCCCCTGGGGAACCAAGGCCAACAGC TGGGTCGTTGGCGGGTCCAACTCCAAGTG GATG ATC)

898 arl |
449
o Wl F:::::EE.: r:,:;:::::E:E::E::,r: IE,.._.LEE:::E,::E:E:_:
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i mnu_MvH Wﬁ«sI‘H gmn

-r»»» >> A »b. »»Pb»» »»L...Pb!.;» WARAN

sCGAGGAGCTGTICACC GGG GTGGTGCCCATCC TGGT CGAGCT GGACGGCGACGTAAACGG CCACPAGTTCAGCGTGTC CGGLCG AGGGL GAG G GC m.n.,._,mnﬂu..‘ﬂme.“‘%mmn‘.‘..n_
568 575 582 589 596 603 610 617 624 631 638 645 652 659 666 67
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%hﬂ%w %mww,_\_mmmam D03144A7_A6Bt_1_pBR 322 BamHI R_H04_22 Inst Model/Name 3500/3500 Instrument

D03144A7_A6Bt_1_pBR 322 BamHI R Mar 17,2016 10:42AM, JST
S/N G:18 A:20 T:14 C:17 KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp Pts 1454 to 12960 Pk1 Loc:1431 Spacing:11.37 Pts/Panel1350
KB 1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 765 Plate Name: 20160317 kitaku
\GCTGACCCTGAAGTTCATCT GCACCACCGGCAAGCTGCCCLG TGCCCCTGECCCCACCCTC GTGACCACCCCTGACCTACGGCGT GC AGTGC TTCA CCCGGCTACCCCCGZ Tq
3 680 687 694 701 708 qﬂm 722 729 736 743 750 757 764 785 %
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ATGGAAG CAGC A CG ACTTCCTT (AAG TCCGCCATGEC CGRAAGGEC TACC TCCA GGA GCGC.ACCCATCC TT CATC(AAACG ACGAAC GGCA ACTA € "
792 799 806 813 820 827 834 841 848 855 862 869 876 883
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N

_ Applied D03144A7_A6Bt_1_T7Terminator_G04_19 Inst Model/Name 3500/3500 Instrument

AL
AN
2 Biosystems D03144A7_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST
SING:114A58 T:72C79 | primername B :  T7 terminator KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp o _ Pts 1444 to 12895 Pk1 Loc:1421 Spacing:11.35 Pts/Panel1350
KB1.4.18 Cap:19 5'-GCTAGTTATTGCTCAGCGG-3 Version 6.0 HiSQV Bases: 966 Plate Name: 20160317 kitaku

.:,1000*0 IT|IC T T TCG GGC ITTG TTAGCAGCCG G ZTCTCA WHOOHOOHOOHOOHOOHQW OOHHOH_H_mﬂ.u.n,v.oOHOOHOOJ%OOOO,»A..O.,,;.OH_O....HOOOOOOOOOOOHO%OOW
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AACTCCAGCAGGACCATGTGATCGCGCTTCTCGT TGGGGTCTTTGCTCAGGGCGGACTGGGTGCTCAGG TAGTGGTTGTCGGGCAGCAGCACGGGGCCGTCGCCGATGGGGG
118 127 136 145 154 163 172 181 190 199 208 2179

928

o VW W | i U

TGTTCTGCTGGTAGTGGTCG GCGAGCTGCACGC TGCCGTCCTCGATGTTGTGGCGGATCTTGAAGTTCACC TTGATGCCGT TCTTCTGCTTGTCGGCCATGATATAGACGTTGT
226 235 244 253 262 271 280 289 298 307 316 325 334
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0 A AV A NAAAAAN AN AN AN

GGCTGTTGTAGTTGTACTCCAGCTTGTGCCCCAGGATGTTGCCGTCCTCC TTGAAGTCGATGCCCTTCAGCTCGATGCGGTTCACCAGGGTGTCGCCC TCGAACTTCACCTCG

343 352 361 370 379 388 397 406 415 424 433 442
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SCGCGGGTCTTGTAGTTGCCGTCGTCCTTG?A AGATGGTGCGCTCCTGGACGTAGCCTTCGGGCATGGCGGACTTGR?2 AGTCGTGCTGCT TCATGTGGTCGGGGTA onm

451 460 469 478 487 496 505 514 523 532 541 550 559
928
464

0 %{%fé%%gg{%%?%{(%é

GCTGAAGCACTGCACGCCGTAGGTCAGGGTGGTCACGAGGGTGGGCCAGGGCACGGGCAGCT TGCCGGTGGTGCAGATGAACTTCAGGGTCAGCT TGCCATAGGTGGCAT(
568 577 586 595 604 613 622 631 640 649 658 667
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' Applied i
p@ Biosystems D03144A7_A6Bt_1_T7Terminator_G04_19 Inst Model/Name 3500/3500 Instrument

D03144A7_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST
S/IN G:114 A:58 T:72 C:79 KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp Pts 1444 to 12895 Pk1 Loc:1421 Spacing:11.35 Pts/Panel1350
KB 1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 966 Plate Name: 20160317 kitaku
SGICCICTEGC CCTCGCCGEACACECTGARCT TGTGGCCETTITAC GTCG CEGTCEAG CTCG ACCAGG-ATG GG CACCAC CC CEGTGARACAGCTCCTCGC CCTTGE TCA b
676 685 694 703 712 721 730 739 748 757 766 775
>_8m
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0 4
. ATCICTC CTCCTCC T TECCARY TCiGDPTCCC GATCCTCAAGE GTG TT AACAG HNEGATC GTGC CARGGC GCAC CA'CTATC CAR G TTCTCACCEGETGTRC TCGAT(
EGb 784 793 802 g1l 820 829 838 847 856 865 874 mh
ERT — Ery/A
928 ,
464 ;
O Y — e e —
AT CCACTTCGCAGCTI GCACCCGCCAACE .‘i,ooo_n AGCT G TTECG CCT TG GITT CCCCAA GGG CAG TCCCAG GCRAARA TTCE CCEEGAC CTT G CCETA i
3 892 901 910 919 928 937 946 955 982
_
928 _ ,
464
0 _
CG TP G266 G TIC GACG AGE TC ‘Aaa K GITT C CTCETIC G TG CC CTC GGCA GE ATCA T CTC TG CC aCHR 6 C G ITGAA TCIT'GEGH C 26
991 1000 1009 1018 1027 1036 1045 1054
928 |
464 ﬁ
0 [
TeG TC A GGGC G C T AAT AAAC C AA T T TE %
1072 1081 1090 1126 ﬁ
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=) Applied
Pw Bi osystems D03144A7_A6Bt_1_pGL3_RV4_H09_24 Inst Model/Name 3500/3500 Instrument

D03144A7_ABBt_1_pGL3_RV4 Mar 22,2016 02:04PM, JST
SIN G:410 A:235 T:259 C:305 primer name ¢ : pGL3-RV4 KB_3500_POP7_BDTv3.mob Mar 22,2016 02:30PM, JST
KB.bcp ' . Pts 1393 to 12552 Pk1 Loc:1370 Spacing:11.08 Pts/Panel1350
KB1418 Cap24 5-GACGATAGTCATGCCCCGCG-3 Version 6.0 HiSQV Bases: 965 Plate Name: 20160322 mix
(&, (A IC. T C G GG -TIG MG GETCTCIAG G 'GCATCG!IG T'CG .ACG ATCCCG GG COTAATG ARG I'GAGC TARCT PACAT TAAT TG CGI'TGC GCITCACT G CCEGC TTT CCAG i
1 10 _ 19 28 37 46 5% 64 73 82 ~®H 100 _
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CGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGG AGAGGCGG TTTGCGTATTGGGCGCCAGGG TGGTTTTTCTTTTCACCAGTG AGACGGGCA
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:Ez; E?:E::EE:.,:E:E:E.E:?F:.E::E:.:E::::.::.:;::::
|
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TGAGCTGTCTTCGGTATCGTCGTATCCCACTACCGAGATA CGCACCAACGCGCAGCCCGGACTCGGTAATGGCGCGCATTGCGCCCAGCGCCATC TGATCGTTGGCAACCA(
334 343 352 361 370 379 388 397 3 406 415 424 433 44
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SCATCGCAGBGTGGGAAC GATGCCC TCATTCAGCATTTGCATGGTT TGTTGAAAACCGGACATGGCACTCCAGTCGCCTTCCCGTTCCGCTATCGGC TGAATTTGATT Oom,,,.,mem,
2 451 460 469 478 487 496 505 514 523 532 541 550 ,
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AGATATTTAT GCCAGCCAGCCAGACGCAGAC GC GCCGAGACAGAACT TAATGGGCC CGCTAACAGCGCGATTTGCTGGTGACCCAATGCGACCAGATGCTCCACGCC CAG|
559 568 ST 586 595 604 613 622 631 640 649 658
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»w va__mn D03144A7_A6Bt_1_pGL3_RV4_H09_24 Inst Model/Name 3500/3500 Instrument

Biosystems
y D03144A7_A6Bt_1_pGL3_RV4 Mar 22,2016 02:04PM, JST
S/N G:410 A:235 T:259 C:305 KB_3500_POP7_BDTv3.mob Mar 22,2016 02:30PM, JST
KB.bcp Pts 1393 to 12552 Pk1 Loc:1370 Spacing:11.08 Pts/Panel1350
KB 1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 965 Plate Name: 20160322 mix
TCGCGTACCGTCTTCATGGGAGAAAATAATACTGTTGATGGGTGTCTGGTCAGAGACATCAAGAAATAACGCCGG AACATTAGTGCAGGCAGCTTCCACAGCAATGG
667 676 685 694 703 712 721 730 739 748 757 766
1208
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0 Y D S S SN s Vo O N e VO e OV 2. O VoV et V=Y . 9= V v, VA S S SN e P Vet e St >
CATCCTGGTCATCCAGCGG ATAGTTAATGATCAGC CCACTGACGCGTTGCGCGAG  AAGATTGTGCAC CeCLEGCTDPTACAGG CHETCGACGCCE CTTCEGTTCT
775 784 793 802 811 820 829 838 847 856 865
Mlul
1208
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0 e s
ACCATCGCACACCAC CACGC TG GCACCCAG TP GATCG GCGCG AGATTTAATCG CCG CGAC AATTT GCGAC GCGCGCG TGCA GECG CCAGACTG G 3
874 883 892 901 910 919 928 937 946 955 96
1208
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s —
_HOHOOO AACGCCC RPATCAGC AR CGACTE TTIT G CCE GEECCAGCE TIGG T GGIGG CC ACG C6G6 A T: GGG AAATGG T G
4 973 982 991 1000 1009 1018 1027
1208 _
604 |
0 |
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