P

Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

RIH=
BR

clone name : pRBS-EGFP

@ Clone ID

@ Lot

@ DNA Concentration

@ Volume

@ Form

@ Host

@ Culture

@ Antibiotics

@® Purification

@ Digestion by restriction enzyme

2-Log DNA Ladder

(NEB#N3200L),
250 ng/well

(kb)
100
8.0
40
3.0
15

12
1.0

0.5

0.1

RDB _08039

15877 _ A8Ck

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

25 microgram/ml kanamycin

QIAGEN QIAprep Spin Miniprep kit

08039

uncut

EcoRI
~ BamHI
8 Ncol

—_—
J—
-

¥
i

EUREEE BHIL

Erectrophoresis :

Restriction enzyme

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Expected size of fragment

EcoRI 45 kbp
BamHI 40,04 kbp
Ncol 20, 18,07 kbp

kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A EGFP—-N Sequence — E -
Sequence — B pAxEF R2 Sequence — F -
Sequence — C flori_R3 Sequence — G -

Sequence - D

Sequence — H

APPROVED BY :

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



Applied

Biosystems 08039_15877_A8Ck_EGFP-N_C02_08_ABI24 Inst Model/Name 3500/3500 Instrument
08039_15877_A8Ck_EGFP-N Mar 23,2018 10:07AM, JST
SIN Gi121 A214 T:223 C:353 primer name A : EGFP-N KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp _ . Pts 1519 to 12960 Pk1 Loc:1496 Spacing:11.51 Pts/Panel1350
KB1.4.1.8 Cap:8 SLOBTORCEETECABETDOABLAGDSS Version 6.0 HiSQV Bases: 963 Plate Name: 20180323_mix
G C G (GG G g G r'c TCG CCET TG CTC ﬂh.‘egqm GCGACCGE GTGGE ATCCCEGGLCCCGCGGTACCG TCG B¢ GCAG TTCGARAGCTTG mnﬂn,m TCGAGGG 21
1 10 ' 18 mzn\oH 37 ﬁm 55 64 _ g ; 8 X 9 100
P awmHL ApI K saRy BTL ¢ Hidll 55, T
2t .Hm_ ~V .W,SpﬁH ? ﬂtr—.. hfm WJS”N_.-. o 5
1134 N,
|
567
0 37 300606 A A (1) _
[ TGCAAGTAAACACAGTTGTGTCAAAAGC GTGTAAGCAGAAGCTGAAGTIGATCTGCCTTTTATGCCC! CATGCCATAC AGTEIGATC TACTAT T'TTCCCAEGE TGCECTTCG
109 118 127 136 145 154 163 172 181 .WP| 199 208 217
i RBS X b6& ~globln proufoter
567
O —
CECEATT T O CAT EAGTCCCRATC TACTAT T TCECACEIGTG CCE TTCCLECOATTT T ECCACEAGTE GEEATCTACTAT TTTEECA GGG TG BEC T'TEC CEGECCATITT TCEC
226 235 244 253 262 277 280 289 298 307 316 325
; ——
1134
567
O —
TG AGTCCCE ATC PTAC TAT TT TCCCAC GG TGCCC TP CCECCCAT TTTCCCACGAGTCG GG ATCTACTATTTTCCCACGGTECCCTTCCGECEA TTT TCCEACGAGTC GG ATCT
334 343 352 361 370 379 388 397 406 415 424 433 442
17134
Wl » oAt
: VW U TPAANA T VWA A |
\CTATTTTCCCACGG TG CCCTTCCEECCATT? TCCCATGAG TCGEGCATCECTCTAGAGTCGACC TGCAGGCATGCCAAGEC TCATGTGAGCAR GGC CAGCT LAGGCCAGGARC(
451 460 469 478 487 496 514 523 532 541 550
Boum KX XbaT Sat fstl
1134
567
0 » JARNARA VY VA —
HEET \ AAAGGCCGCG TTEGC TGGCGT TITTTCCATAGGC TCCGCCCCCCTGACGAGCATCACA AATCGACGCTCAAGTCAGAGGTGGCG CCCGACAGGACTATAA AG !
559 568 577 586 595 604 613 622 631 640 649 658 667
1134 O

7 et i et tneenind W e e Ao
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Applied

W_Om<m.nm—.=m 08039_15877_A8Ck_EGFP-N_C02_08_ABI24 Inst Model/Name 3500/3500 Instrument
08039_15877_A8Ck_EGFP-N Mar 23,2018 10:07AM, JST
S/N G:121 A:214 T:223 C:353 KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp Pts 1519 to 12960 Pk1 Loc:1496 Spacing:11.561 Pts/Panel1350
KB 1.4.1.8 Cap:8 Version 6.0 HiSQV Bases: 963 Plate Name: 20180323_mix
_ ATAC CAGGCGTITTCCCCC TG GAAGLTECC TCETGEG CTCTCUTET TCCEACE CTGCCGE TTACCE G ATACC TG TCEGELC TTTCTCCE TTCG EGAAGC TG GCGCTTTC
676 685 694 703 712 721 730 739 748 757 766 775
1134
567
0 X
I'CATAGE TEACGETGTAS GTATCTEAS TTCEGTGTAS G TCGETTLGC TCCARGE TGGEC TETGTGLALG b CCCCCCGTTCAGCCC GACCGC TGCGCCT 1
784 793 802 811 829 838 847 856 865
1134
567
o oy
3G TAACTATCGTCTTGAGTCCAACCC GG TAAGACACGADTTATCGCCAC TEGCAGCAG CCACTGE TAACA GGATTAGCAGAG CG AGE TA -
892 928
1134
56
0 g e
CECECETGCTACAGAG TTC TT G RPAG TGG TGGE CC TA C TAC €6 C TAC AC TAG BRAGGE A CA G TATIL-T GGG TATC TGCB C TC TGCC IGG
982 991 1000 1009 1018 1027 1036 1045 1054
1134
567
0 o SO ao e e oK el ™S N O N D R e S,
6 € AG CT C TIT C GG MG A GA G IT CG T C TC AT & A T £ 666G €€ cc T GAE & @
1063 1072 1081 1090 1099 1108
1134
567
0 ey e e e P g R e s S il e
G TG G G TT AG T
1117
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Applied

w.0m<m.nm_.=m 08039_15877_A8Ck_pAxEFR2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument
08039_15877_A8Ck_pAxEFR2 Mar 23,2018 10:07AM, JST
SIN G171 A:191 T:218 C:350  primer name W . pAxEF_R2 KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp : -~ _ Pts 1467 to 12895 Pk1 Loc:1444 Spacing:11.6 Pts/Panel1350
KB 1.4.1.8 Cap:11 5-GATGAGTTTGGACAAACCAC-3 Version 6.0 HiSQV Bases: 979 Plate Name: 20180323 _mix
CIGEGG A GAATGEC T T'IATE T GTG GTTGT G T GCTATTGCT TTATT TG TAACCA(T TATAAGC . C CAAGTT|[RACAACAACAAT TGEATTCAT TTIATGTT TC
1 10 19 28 37 46 64 73 g2 91 100 109
L SU40 pA
1094 i
> S e L g il Mool A A
o N AN SO RNV AN VR VUV
G GTTCAGEG GCACETETGE GAT GT'TT TT TAL ACC TETAC TETGEGTATGGCTGAT TATG ALCTAGAG TCGEGECCGC I TACTTGTACAGCTCGTCCAT
118 127 136 145 154 163 172 181 3190 199 208 217
XbA L nlarted NoTE :
1094 e @ = @LU ﬁ P
547

: | | |

GCCGAGAGTGATCCCGGCGGCGGTCACGAACTCCAGCAGCGACCATE TGATCGCGCT TCTCGTTGGGGTCTTTGC TCAGGGE CGGACTGGGTGCTCAGGTAGTGGTTGTCG GGC 4
226 235 244 253 262 271 280 289 298 307 316 325 334

1094

547 »
0 A | |
G CAGCCACGGGEGCCGTCG CCGAT GGG BEGTEGTTCTEGC TGG TAGTGGTEGGUGAGC TGCACGETGCCGTCCTCGATGTTGTGGCGGATCTTG AAGTTCACCTTGATGCEGTTCT TCY
343 352 361 370 379 388 395 406 415 424 433 442 ‘

1094

, MY

IGCTTGTC GGECATGATATAGACGT TG TGGC TGTTGTAGT TGTACTCCAGC T PTG TGCCCCAGGATGTTGC CGTCCTCCTTGAAGTCGATGCCCTTCAGC TCGATGCGGT TCACY
151 460 469 478 487 496 505 514 263 532 541 550 559

1094
e T _ .

: (AN

CACGETCETCGCCCTCEGAACTTCACCTCGGECGCCEGGTCTTGTAGTT GCCGEGTCGTCCTTGAAGAAGAT GGTGCGC TCCTGEGACGTAGCCTTCGGGCATGGEGGACT TG G
568 5727 586 95 604 613 622 631 640 649 658 667

1094
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Applied

Biosystems 08039_15877_A8Ck_pAxEFR2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument
08039_15877_A8Ck_pAxEFR2 Mar 23,2018 10:07AM, JST
S/IN G:171 A:191 T:218 C:350 KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp Pts 1467 to 12895 Pk1 Loc:1444 Spacing:11.6 Pts/Panel1350
KB1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 979 Plate Name: 20180323_mix
GTCGT GCTGCTTCATGTGGTCGGGGTAGCGGCTG AAGCACTGCACGECCGTAGG TCAGGGTGGTCACGAGGGTGGGCCAGGGCACGGGCAGCTTGCCGGTGG TG CAG?

676 685 694 703 712 721 730 739 748 757 766 775

1094

. %%Eé@%%é?%?ﬁé??gg%i

T TCAG GB TCAGCTITEBCCGTAGE TG GCATCGC CETEG CCC TCECCEGACACGETGAACTTIGTEECL GTITACG TEGECCGTCCAGETCGAC CAGE ATE G|
qm& 793 802 811 820 829 838 847 856 865 874 BE

CCACC GEGEGE TG 2 CAGE TCETCGECCETTGE TCACER CEGGCCCGCEEg TACCG TCG TG E
13 892 901 910 9l _| 928 i m:_m 955 - 984 _
ool BemHT o TAPT kel SdD T
1094 = F S
547
0 . :
N CTIIT & A G E TC A TC G GGG ATT GC AA G T AA CAC G TT G TG TC A AAGC RAGG TG T G CAG : G EC TG A G TG T il o 2 € T
982 991 1000 1009 1018 1027 1036 1045 1054
1094
547 )
0 ."f‘ el IO ‘.- ‘»”' 22 i, e Vv i et G’Pbyaﬂml‘l’l&ti;»‘*.)“”’l P Ve Ve e L.
T T A TLoe € CE ) G TG C : TAC AG T G ATE¢ T ACE T A T T AT G B ‘..nnm . TG cC ¢ CG T " cC G @ BEG d
1063 1072 1081 1090 1099 1108 11317
1094
547
0 _ : ; -— e —= = e, ~
1094
547
0
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Applied

Biosystems 08039_15877_A8Ck_f1 o:lmmlmo.mL 4 _ABI24 Inst Model/Name 3500/3500 Instrument

08039_15877_A8Ck_f1ori_R3 Mar 23,2018 10:07AM, JST
S/N G:140 A:238 T:167 C:270 primername (C : flori_R3 KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp Pts 1469 to 12928 Pk1 Loc:1446 Spacing:11.39 Pts/Panel1350

9'- TTAATGCGCCGCTACAGGGC -3'

KB 1.4.1.8 Cap:14 Version 6.0 HiSQV Bases: 960 Plate Name: 20180323_mix
| GGCGG G TC! T TTCCGGCGG TGT GC GC G CECE JA TTTET TIAT T LT TACRT TC TATGTATCCGC TCATGAGACARART CEE TG-AT F AT GETTE T TAT
1 1 19 28 “ 37 46 55 64 73 82 91 100 109

| . [
1208 e \?JV R pomoter
604 _
0 h / ! _
TG i GGAAGAGTEICTG AGGC GG A GCAACCAGC TG TG GAATGTGTGTCAGTTAGGGTGTGGA GTCCCCAGGETECCCAGCAGGCAG!? GTATGC GCATGCATCT!
118 12 136 145 154 163 172 181 190 1599 208 217 {
e
1208 SV 40 w.\\o;
T %i% A — | W
CAATTAGTCAGCAACCAGGTGTGG AGTCCCCAGGCTCCCCAGCAGGCAG GTATGC? AGCATGCATC TCAATTAGTCAGC COCATAGTC CEGEECCCT eMerGoC CRTC
226 235 244 253 262 271 280 289 298 307 316 325 334
1208

o | ) |

CCGCCCC TAACTCCGCCCAGTTCCGCCCATTC TCCGECCCCATG GC TGACTAATTTT TTTTATT TAT GCAGAGGCCGAGGCCGCCTCGGCC TCTGAGC TATTCCAGAAGTAGTG

343 352 361 370 379 388 3957 406 415 424 433 442 451

1208
604
: | |

\GGAGGCTTTTTTG GAGGCCT OOO%%H%QO..@.D:HOO TCAAGAGACAGGATGAGGATCGTTTCGCATGATTG 8 GATGGATTGCACGCAGGTTCTCCGEGGCCGCT TGCG

460 469 478 bmqﬁ._ H,*.lhwm 505 514 523 532 541 550 5589
A
. > Neo R/ kau R

1208 40 profov m2thylote d > Neo R/ ke |
& i%géégggg | A A

GTGGAGAGGCTATTCGGCTATGACTGGGCACAAC? ARTE G BGOTEE TCTHEATGE SGC C6 TG TPCEE GETETCAGCGCAGGGECGCECEGTTETTTTTGTE GACCG

568 577 586 5895 604 ] 622 631 640 649 658 667 6
1208

- ot ot et el o A o
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Applied

Biosystems 08039_15877_A8Ck_f1ori_R3_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument
08039_15877_AB8Ck_f1ori_R3 Mar 23,2018 10:07AM, JST
S/N G:140 A:238 T:167 C:270 KB_3500_POP7_BDTv3.mob Mar 23,2018 10:35AM, JST
KB.bcp Pts 1469 to 12928 Pk1 Loc:1446 Spacing:11.39 Pts/Panel1350
KB1.4.1.8 Cap:14 Version 6.0 HiSQV Bases: 960 Plate Name: 20180323 _mix
CCTGTCCGGTGCCCTG AATGAACTGCAAGACGAGGCAGCGCGGEC TATCGTGGC TGGCCACGACGGGCGTTCCTTGCGCAGC TGTGCTCGACGTTGTCACTGAAGCG
76 685 694 703 712 721 730 739 748 757 766 775
1208
604
o M . A e nal e oommntalotona Y A0a 10e 0 naoeo 0000060006000 a0
GGAAGGGACTGECTGCTATTG GGECGAAGTGCCGEE GGCAGGATC TCC TG TCATC TCACCTTEGC TCCTGCCGAGAAAGTATCCATCATGGCTGATGCARTGEGE
784 793 802 811 820 829 838 847 856 865 874 883
1208
604
0
CeGCTECATACED TG AT LS B8E TAL & TEICE BAT T EGH LA ICE 2 TC.E CATEOG
i 892 901 910 919 937
1208
604
0 d 2 - : X
G TCGATCA GGATGATC TEE ACG G AGEATCA CCGGE TOGCGEGEGE AG GECG BA C TG AT CEEC A & € TLC 7 GG CEEAT Co-HTg
982 991 1000 1009 1018 1027 1036 1045 1054
1208
604
0 ’N'&.&ul..’w.oﬂ.r‘ o, .;’4%"."‘ “”I 2o P s |"Fl’hn!.\“‘ﬂ&$"’.;."ﬂ’ l.l\l\“.u‘r}r‘b.r.lr'h ’}‘.\.N.\...\I..
& CIC6E6 ACC GG g A & ATC TECG6 TIEE TG c g TT G CCG A 116G ® T e T G - TA E BEC
1063 1072 1081 1090 099 1108 i
1208
604
0 > T NE W~ R A g OO gy i Tl e 0l —
T G T B TT GG & G ¢ T T T CG
17 1126 1135
1208
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L O = B —_— — ——
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