P-4 Gene Engineering Division
RIKEN BioResource Research Center

E RIKEN DNA BANK clone name : pET28/His6-EGFP-D4

]
® Cione ID : RDB _ 13961
® Lot 13961 _ A6Bt
@® DNA Concentration : 25ng/uL
@® Volume . 40 yL
® Form = DNA solution in TE buffer
® Host . DH5a
@ Culture - LB medium
@ Antibiotics : 25 ug/mL Kanamycin
@ Purification : QIAGEN QlAprep Spin Miniprep kit
@ Digestion by restriction enzyme
1 kb Plus DNA Ladder 13961 g
(NEB#N3200L), B z
2(;5:)) ng/well g g g g

10.0
8.0
4.0
30

15
12
1.0

Electrophoresis: 100 ng DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment
Xhol : 6.5 kbp
Ncol : 6.5 kbp
XhoI+Ncol : 5.2,1.3 kbp
kbp
@® Confirmation of the insertion sequence
Please be sure to check our sequence analysis results before your request.
Sequence name | Primer ID Primer name Confirmed feature
Sequence - A Pr0065 |pBR322_BamHI_R| lacO,6xHis thrombin site,insert 5(EGFP 5')
Sequence - B Pr0155 T7 terminator insert 3'(D4,EGFP 3')
Sequence - C Pr1228 EGFP-N_F2 insert mid(EGFP 3',D4 5')
Sequence - D Pr0335 pGL3_RV4 lacl 3'

Sequence - E - - -

Sequence - F - - -

Sequence - G - - -

Sequence - H - - -
APPROVED BY :

http://dna.brc.riken.jp



) Applied
P.w Biosystems D03144A4_A6Bt_1_pBR 322 BamHI R_B04_04 Inst Model/Name 3500/3500 Instrument

D03144A4_A6Bt_1_pBR 322 BamHI R Mar 17,2016 10:42AM, JST
S/N G:446 A:393 T:269 C:387 primer name A : pBR322_BamHI_R KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp " , Pts 1465 to 12733 Pk1 Loc:1442 Spacing:11.23 Pts/Panel1350
KB 1.4.1.8 Cap4 SATECETLLOELGIAGAS Version 6.0 HiSQV Bases: 927 Plate Name: 20160317 kitaku
NN NN NN N NNNNNNNTMNNATAGGNNNNNTGTG A G :A::,mo.w:u.q,HOOOOHOH,,.O,v \ATAAT|TTTGTTTAACTTTAAGAAGGAGATATACCATGG GCAG CAGC|C]
1 10 19 28 37 46 55 64 73 82 91 T 100
“ Xbo I Nco

__EpoWTSQT RBS

1078 .’, : _
" oo U T _

\ TCATCATCATCAT CACJAGCAGCGGCICTGGTGCCGCGCGGCAGJCATATGGCTAG AlGTGAGCAAGG GCG AGG AGCTGITCACCGGGGTGGTGCCCATCCTGGTCGAGCTGG]

109 118 127 136 145 154 153 172 181 190 199 208 217
- RS | thrombinsite Ndel L., EGFP
1078
539
0 \ A A A
\CGGCGACG TAAACG GCCACAAGTTCAGCGTGTCC GGCGAGGGCG AGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGTTCATC TGCACCACCGGCAAGCTGCCCGTGCCC T
226 235 244 253 262 271 280 289 298 307 316 325
1078 ,
539

0 W\ ) A\ A

GGCCCACCCTCGTGACCACCCTGACCTACGGCGTGCAGTGCTTCAGCCGCTACCCCGE ACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGA AGGCTACGTCCAGG]|
334 343 352 361 370 3%9 388 397 406 415 424 433 442 7

1078

539 |
o AW AW n A ) AV AAAA it o

AGCGCACCATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATCGAGCTGAAGGGCATCGACT TCAAG Ov.;.,L,

451 460 469 478 487 496 505 514 523 8532 541 550 {
1078 W
539
0 N\ VW /\ /\ /\ A JAVAY N\AA N\ /\ 0\ AYA A
3GACGGCAACATCCTGGGGCACAAGC TGGAG TACAACTACAACAGCCACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGGTGAACTTCAA G ATCC G CE
559 568 2 586 595 604 613 622 631 640 649 658 667
1078 :
539

0 ?&%%Egééggé?%%
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' Applied
»m Biosystems D03144A4_A6Bt_1_pBR 322 BamHI R_B04_04 Inst Model/Name 3500/3500 Instrument

D03144A4_A6Bt_1_pBR 322 BamHI R Mar 17,2016 10:42AM, JST
S/N G:446 A:393 T:269 C:387 KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp Pts 1465 to 12733 Pk1 Loc:1442 Spacing:11.23 Pts/Panel1350
KB1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 927 Plate Name: 20160317 kitaku
CAACATCGAGGACCGGCAGCG TG CAGCTCGCCGACCAC TACCAGCAGAACACCCCCATEGGGCG Az GCCCCG TG CTGCTGCCC CACAAC CACTACCTGANCACC Y
676 685 694 703 712 921 730 739 748 757 2 77
1078
539
0 y y
CCGCCCTGAGCAAAGACCCCAACGAGAAGCGCGATCACATGG TCCTGCTGGANTTCGTGACCGCCGCCNGGNTCANTCTCGGCATGGNCGANCTG T (
5 784 793 802 811 820 829 838 847 856 865
1078
539 |
0 st y : : ]
SCTAGCNA GG GAAARATARACTT AN NT C? \GTGNNNCCTATGTTGCNCAN TTTGNN NNANCCNNGGN NTN ANG T NNTATG AN N N NNNN NN 2 |
883 892 901 910 919 928 955 964
1078 7
539 ﬂ
O o e N —— e —— e ——— e —— — e —— |
ANNNNANN TTTN NNN NNNNNANNNNNGN NNNCN NAN NN NNNNN N NN NNN NNNDNNNNNNNNN NN NNN N NN NNNNN NN zi
973 982 991 1000 1027 1036 1045 ,
1078 ”
539 |
O e —————— e — ————— e __—}
N NNNNNNN NNN N N N NN N NNN N N N NUCONG NG RN NG NN NN N NN NN R N NN NN N N NNN N N NN NN
1054 1063 1072 1081 1090 1099 1108
1078
539
0 - —
NN N NN N N N NM N
1117
1078
539
o N
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pw >—u—u__mn D03144A4_A6Bt_1_T7Terminator_A04_01 Inst Model/Name 3500/3500 Instrument

W_Om<mﬁm=._m ; o D03144A4_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST
SIN G:199 A:155 T:193C:175  primer name B ©  T7 terminator KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp _ . Pts 1469 to 12974 Pk1 Loc:1446 Spacing:11.36 Pts/Panel1350
KB14.18 Cap:1 5-GCTAGTTATTGCTCAGCGG-3 Version 6.0 HiSQV Bases: 906 Plate Name: 20160317 kitaku
NNNMNN N NNN NTNNN NNCTTNNTNNGCNGCCG GNNCTCNG TGGTGGTGGTGGTGGTGCTCG AGTGCG G :...,zﬁﬂ TTGTCGACGGAGCTCGAATTCGAGCTCGGTAC
1 10 19 28 37 46 55 64 9 82 S, oge L
i Red _ Sall Sacl " EeoRL  ggel Kw:H
658 i \ A < |
/\
. _
e ».,, A 5.._ b ) _
0 \AL TS 4 ‘ ‘ A ' / A A A\ ’ ’ » A » ‘». (\ ' : »
LCCTATGAATCTAATACAT G TAAACCAAATTTATTGTATAGTAATGTCCAAAACAAATCTAATAT TTACTT TAT TATAACTCTAARATATGAAATAAAAAACTGATTTTAGACT]
109 118 127 136 145 154 163 172 181 190 199 208 217
658
329
0 A A N VWA A |
AGC TAAAATCAGT TTTTACTTTAG HH| ATT GTAAGTAATACTAGATCCAGGGTATAAAGTTGTTCCCCATAT TG AAACATT TATATTATT TGTTAATGGAACATCATATT Ov..‘”
226 235 244 253 262 271 280 289 298 307 316 325 31
658 D 4 |
329
0
CTTATARCAT CTCTCCACCATTECEAAGCAAGGCCTGTACACTCTCT:TGEC T TTTAT H_O_H_H_,.n..H_.,x_H_H__H_OA_.H_DOM...H.A...,,.OOHHO%TOT@OH ATTACTGTTGAATAGTGAGC TGTTTT]
34 343 352 361 370 379 388 397 406 415 424 433 442
658
329
0
L TC P T GATAATT PCCATC CCATG TTTTATGAGT TAAAANCT TCATTTCCTTCTT. TG TERTATGAAACTTCRATCCCAGGCTACT FCAAACTGTGCAACATAGCGCTCEACTATGA H,
451 460 469 478 487 496 505 514 523 532 541 550 559
Nde |
658
329
0
CTAAGTTTATTTTTCCCTTNGC TAGCICT TGTACAGCTCGTCCATGC CGAGAGTGATCCCGGCGGCGGTCACGAACTCCAGCAGGACCATGTGATCGCGCTTCTCGTTG GGGY
| 568 577| ppel [586 595 604 613 622 631 640 649 658 667
658 D Eq P
329
0 AANNANNANMANANANNNANANMANNANANAANNNANACANNANNANNNN
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' Applied ,
waﬁ W.Om<mnm=..m D03144A4_A6Bt_1_T7Terminator_A04_01 Inst Model/Name 3500/3500 Instrument

D03144A4_A6Bt_1_T7Terminator Mar 17,2016 10:42AM, JST
S/N G:199 A:155 T:193 C:175 KB_3500_POP7_BDTv3.mob Mar 17,2016 11:08AM, JST
KB.bcp Pts 1469 to 12974 Pk1 Loc:1446 Spacing:11.36 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 906 Plate Name: 20160317 kitaku
TCTTTGCTCANGGCGGANTGGGTGCTCAGGTAGTGGTTGTCGGGCAGCAGCACGG GGCCGTCGCCGATGGGGGTGTTCTGCTGGTAGTGGTCGGNG AG e TG

676 685 694 703 742 721 730 739 748 766

658
329
0 R o R PN O 0 RSN MG LA 1) 12 O s L SN W ORI e A0 SR O S O IR
CCGTCC TCGATGTTGTGGCGGNTCTTG AAGTTCACCTTGATGCCGTTCTTCTGCT TGTCNGCCATGATATANACGTTG TGNNTG TTGTAGTTGTACTCCNGC
784 793 802 811 820 829 838 847 856 865
658
329
0
NNGCCCCN N NNGNTGCCNNCC NNN NNN NAGNCNATGCCC TTCAGC TCNATGN NN NNCN NNANGG NGNCGCCNNCNZACT TCNNN NN NNCNCG GG 1
883 892 901 910 S99 928 937 964 973
658
329
o —
SN N N NNN NNNNNNNNN NNN NNN N N N NNNN NN NNN NN N N NNCN NN NNNN N NN NN NNNNN N N NN NN N NN NNN N N NN NNN
982 S99k 1000 1009 1027 1036 1045 105
|
,
658 |
329
O |
NNNN N N N N NN NNN NNN N NN NNNN N NN NN N N NN N IN NN NMN NN NN N NNN NN NN NN N NN NN NN NNN |
4 1063 1081 1090 1099 1108 1117
658
329
0
N NN NNN
1135
658
329 |
0
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b& Applied 13961_B3DpF_EGFP-N_F2_B03_02_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems 13961_B3DpF_EGFP-N_F2 Apr 26,2023 10:26AM, JST
SINGASA17T:A2C12  primer name ¢, : EGFP-N_F2 KB_3500_POP7_BDTv3.mob Apr 26,2023 10:55AM, JST
KB.bcp ) ~ _ Pts 1367 to 13387 Pk1 Loc:1344 Spacing:11.9 Pts/Panel1350
KB14.18 Cap:2 5'-ACGACTTCTTCAAGTCCGCC-3 Version 6.0 HiSQV Bases: 940 Plate Name: 20230426_mix

NNNNNNNNNMNPMN NNINMNNNN N NNNNNN CN NNMNN N NNG ~ ZOO CAACTACNNNACCCG NNNNNAGGTG AAGTTCNAGNNNNNCACCCTGGTGARCCGCATCGA < gyl GC }

1 Tk 21 31 41 51 61 TX 81 9 101 s

1060

i oV ) ‘ i WA Mo : : N :

o e et T U At Vs v h.; » AN ;: \
\TCN NNTTCAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAA 2T Z_O GCCACAACGTCTATATCATGGCC AGCAGAAGAACGGCATCAAGGTGAACT1T

121 13T 141 151 61 H‘:. 181 191 201 211 221

im&%

> "
0 »L:_{;:— i::gg, »»» \ » » )

AAGATCCGCCACAACATCGAGGACGGCAGCGTGCAGC TCGCCGACCACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGTGCTGCTGCCCGACAACCACTACC TG AGCH

N | il
s _.‘:.,W,M,_‘_\.__%,z,,zg.m,,,,H,O_,.H..Q.ﬂ.@,..,O,EEWﬂ..,.‘;q.:o:a.,_,\,,.:_,:._.\...\.,:.,,.,.:,____,,;._,Hﬂ.%,.,,,,,...f,‘ i
= b ..__‘»_.___,,‘.@_,_.______ T R e O e e z
;) ::: L ...:L.EE—:E—3=3>—..:.EE:EF:‘L::E:E. E:.::E:»;:LKKS:F
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P&W Applied D03144A4_A6Bt_1_pGL3_RV4_F12_18 Inst Model/Name 3500/3500 Instrument

Biosystems D03144A4_A6Bt_1_pGL3_RV4 Mar 18,2016 02:11PM, JST
S/N G:580 A:446 T:363 C:472 primer name ) : pGL3-RV4 KB_3500_POP7_BDTv3.mob Mar 18,2016 02:37PM, JST
KB.bcp _ | Pts 1363 to 12603 Pk1 Loc:1340 Spacing:11.14 Pts/Panel1350
KB1418 Cap:18 5-GACGATAGTCATGCCCCGCG-3" Version 6.0 HiSQV Bases: 892 ~ Plate Name: 20160318_mix
N NN NN N N IN NN MNN NNCNTCTCAGGGCNTCGGT r ZrH_OOOOO TGCCTAATGAGTG AGCTAACTTACATTAATTGCGTTGCG H‘OI%.OHQOOOOOHHH_ODN.,OHA
¥ 10 19 28 37 | 46 55 64 73 82 91 100 ,
_ |
1192 | lac L 7
o e A ,: ey Mot I
N\ D Y
; oAt 0L E.:: P AT A A T AN :.: E: :.::
GGG ARACCTGTCGTGCCAGC TGCAT TAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCCAGGG TGGTTTTTC TTTTCACCAGTGAGACGGGCHE
109 118 127 136 145 154 163 172 181 190 199 208
1192 |
e Ittt o ot
o ALV TV YA P AU A A A VO U SAAA AN AV A NN AV P VA
GCTG AT TGCCCTTCACCGCCTGGCCCTGAGAG AGTTGCAGCAAGCGGTCCACGC TGGTTTGCCC CAGCAGGCGAAAATCCTGTTTGATGGTGGTTAACGGC GGG ATATAACAT|
237 226 235 244 253 262 274 280 289 298 307 316 325 7
1192

. ‘::E:::E::F::r:::::i:.::E::E:Er:_r.::::r:::r::z::,:EEE

GAGCTGTCTTCGGTATCGTCGTATCCCACTACCGAGATATCCGCACCAACGCGCAGCCCG GACTCGGTAATGGCGCGCATTGCGCCCAGCGCCATCTGATCGTTGGCAACCAG(

334 343 352 361 370 379 388 397 406 415 424 433 44|
EcoRT
1:0:92 7
596
r:»::rE::r.:E:::LLE:EE:»::,::L:rr;»:»:::::E::::::»:::E::
ATCGCAGTGGGARACGATGCCCTCATTCAGCATT TG CATGG T T TG T TGAARACC GGACATGGCACTCCAGTCGCCTTCCCGTITCCGCTATCGGCTGA \TTTGATTGCGAGTGA{
2 451 460 469 478 487 496 505 514 s 532 mN.:. 550
1192
596
i Wi v 0 M Man pon o
SATAT TTATGCCAGCCAGCC CAGAC GCAGACLGC GCCGAGACAGAACTTAATGGGCC CGCTAACAGCGCGATTTGCTGGTGACCCAAT GC O.?OO AGATGCTCCACGLCC O,,..OHA
559 568 577 586 595 604 >19H 613 622 631 640 ma.w 658
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) Applied
%mm b tans DO03144A4_A6Bt_1_pGL3_RV4 F12_18 Inst Model/Name 3500/3500 Instrument

D03144A4_A6Bt_1_pGL3_RV4 Mar 18,2016 02:11PM, JST
S/N G:580 A:446 T:363 C:472 KB_3500_POP7_BDTv3.mob Mar 18,2016 02:37PM, JST
KB.bcp Pts 1363 to 12603 Pk1 Loc:1340 Spacing:11.14 Pts/Panel1350
KB 1.4.1.8 Cap:18 Version 6.0 HiSQV Bases: 892 Plate Name: 20160318_mix
S e G ACCETCT TCAT G CGGACRARAATAATECTET TEATCGETGTC emmﬂzﬂ“, GAGACATCAAGAAATAACGCCN GAACATTAGTGCANGCAGCT TCCACAG CAZ
667 676 685 694 703 713 721 739
1192
596
0
ATCCIMNGETCATCOASCECAT ACTETAATCMNCAGE CCRNC TG AC EEETT GCE CCAGAS
775 784 793 802 811 820
1192
596
0
CATCNNNACCACCNCGCNNNNNNCCAGTTNNTCNGCGCGANANTTNATCNNNNCGANNNT T TTNCNNN NNNNNN NN NNN NNNNNN NKNN N ZL
74 883 892 901 910 919 928 955 964
1192
596
0 e e e T S e e e ————— EIP-DWDL
NN N N NNNCN N NNNNN NNNN NNNN NNNNDN NNNN NN N N NN NNNNNNNXNN N NNNNN N NN N NN NNNNNN N N N N NNN|
973 982 991 1000 909 1018 1027 1036
|
11l1:92 ,
596
O - e —— = — e —— - =— e — — —— e — — EE e——— — T—— T — e S —
NN NNNNN N N NNN NNNN N NN NN N N N NN N NN N N NN NNN NN N NN N N NN N N NN NN N
1045 1054 1063 1072 1081 1090
1492
596
0 = e ———— —— e e — ,
N N NN N N N N NN
1099
1192
596
0
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