Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK

clone name : pHSP70-EGFP

® Clone ID

® Lot

@® DNA Concentration

@® Volume

@® Form

@® Host

@ Culture

@ Antibiotics

@ Purification

RDB _ 15765

15765 _ ABA|

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

25 microgram/ml kanamycin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

1 kb Plus DNA Ladder
(NEB#N3200L),
250 ng/well

Erectrophoresis : 100

Restriction enzyme

EcoRI+Notl

Notl

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

Expected size of fragment

EcoRI 4.6 kbp
Notl 4.6 kbp
EcoRI+Notl 38,08 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 SV40pro_F Sequence — G =

Sequence - D

Sequence — H

APPROVED BY :

http://dna.brc.riken.jp



Applied DO5107A1_ABAj_1_EGFP-N_A08_01_ABIO8 Inst Model/Name 3500/3500 Instrument

Bi

IDSysRems D05107A1_A8Aj_1_EGFP-N Feb 08,2018 02:59PM, JST

SIN G:66 A49 T:50 C:85 primername 4 :  EGFP-N KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST

KB.bcp _ Pts 1442 to 13022 Pk1 Loc:1419 Spacing:11.75 Pts/Panel1350

KB1.4.1.8 Cap:1 5'-CGTCGCCGTCCAGCTCGACCAG-3 Version 6.0 HiSQV Bases: 999 Plate Name: 20180208 kitaku
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. Applied

Bi osystems D05107A1_AB8Aj_1_EGFP-N_A08_01_ABIO8 Inst Model/Name 3500/3500 Instrument
D05107A1_A8Aj_1_EGFP-N Feb 08,2018 02:59PM, JST
S/N G:66 A:49 T:50 C:85 KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST
KB.bcp Pts 1442 to 13022 Pk1 Loc:1419 Spacing:11.75 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 999 Plate Name: 20180208 kitaku
TAGGETECECECCECTE ACGAOCATEACH TCGACGCTCAAGTCAGAGGTGGCG AC CCGACAGGAETAT GATACCAG ©CE T'T TCE CC /TG AACE TCCCT
76 685 £94 703 712 721 730 739 748 157 766 775 7
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CGTGECEC TCTECETCT TCL GACOL TG CEGETTACEGGATACCT GTCEBCCT DTS TCCC TTCEGEAAGEGTGGCGC TTTC TCAT TEACGCTGETIC E TATCTC
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» Applied D05107A1_ABAj_1_pAxEF_R2_B08_02_ABI08 Inst Model/Name 3500/3500 Instrument

w_0m<m.nm3m D05107A1_AB8Aj_1_pAxEF_R2 Feb 08,2018 02:59PM, JST

S/N G:103 A:80 T:105 C:111 primer name W pAXEF_R2 KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST
KB.bcp . _ Pts 1421 to 13089 Pk1 Loc:1398 Spacing:11.74 Pts/Panel1350
KB1.4.18 Cap2 - BATAAETTTACABRACENR-S Version 6.0 HiSQV Bases: 1001 Plate Name: 20180208 kitaku
G EGT AR TGC TT TAT TT GT G[AATTT GT GFTGCTAT TGC T TTATT T GTAACCA T TATAAGCTGCAAT CAAGTTNACAACAACAAT TGCATTCATT TTATGT TT

1 19 28 37 46 55 64 73 82 91 100 10¢

0
CAGGTTCAGGGGGAGGTGTGGGAGGTTTTTT A GC GT CCTET TGTGGTATGGCT O _H..ﬁ TGAT CTAGAGTCGCGGCCGETITTACTTG TACAGCTCGTCC
118 127 136 145 154 172 181 XTQ..H*HQD Alotl 199 208 217

559
\

TGCCGAGAGTGATCCCGGCGGCGGTCACG CTCCAGCAGGACCATGTGATCGCGCTTCTICGTTGGGGTCTTTGCTCAGGGC GG ACTGGGRTEGC TCAGGTAGTGGTTGTCGGGC
226 235 244 253 262 271 280 289 298 307 316 325 33¢

1118
559

GCAGCACGGGGCC GTCGCCGATG GG GGTGTTCTGC TGGTAGTGGEGTC GGCGAGCTGCACGCTGCCG TCCTCGATGTTGTGGCGGATC TTG GTTCACCTTGATGCC GTTCTTH
i 343 352 361 370 379 388 397 406 415 424 433 442
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2TGCTTG TCGGCCATGATATAGACGTTGTGEGECTGTTGTAGTTGTACTCCAGC TTGTGCECCCAGGATGTTGC CGTCCTCCT TG GTECG ATGEELCTTEAGE TCEATECGETTC

451 460 469 478 487 49¢ 505 514 523 532 541 550 559
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EE GEGTGTE GCCETC & CTTCAGC €T CHGUGCLGLGTETTGT TTGEEGTCEGTEET TG GATG GTGCGBCTCCTGGACGTAGC ETTEGEGCATGGCGEGGACTTG
568 577 586 595 604 613 622 631 640 649 658 667
1118
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» Applied D05107A1_A8Aj_1_pAxEF_R2_B08_02_ABIO8 Inst Model/Name 3500/3500 Instrument

~“. ) Biosystems
y D05107A1_AB8Aj_1_pAxEF_R2 Feb 08,2018 02:59PM, JST
S/N G:103 A:80 T:105 C:111 KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST
KB.bcp Pts 1421 to 13089 Pk1 Loc:1398 Spacing:11.74 Pts/Panel1350
KB 1.4.18 Cap:2 Version 6.0 HiSQV Bases: 1001 Plate Name: 20180208 kitaku
_ GTCGTGCTGC TTCATGTGGTCGGGGTAGCGGCTGAAGCACTGCACGCCGTAGGTCAGGE TGGTCACGAGGGTEGGCCAGGGCACGGGCAGCTTGCCGGTGG TGC AG
| 676 685 694 703 712 721 730 739 748 757 766 715
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TGAACTT CAGS GTCAGC TTGOCGTAGRETEGCATCGCOCTOCGECTTE GCCGGACACGCTGAACT TG TGGCEG TTTACGTCGCCG TCCAGECTCGACCAGE ATGGGE
784 793 802 811 820 829 838 847 856 B65 874 883
13748
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CCACCCCGGTGAACAGC TCC TCGCCCT TGC TC Acky GTEE CUAGCGETES ATCCCGERCEC CEEETACCGTEGACTE EAG T T G:a A &oT Tle TT
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Applied

) w_0m<m.nm:._m D05107A1_AB8Aj_1_SV40pro_F_C08_03_ABIO8 Inst Model/Name 3500/3500 Instrument
D05107A1_A8Aj_1_SV40pro_F Feb 08,2018 02:59PM, JST
S/N G:58 A:55 T:54 C.70 primer name O . SV40pro_F KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST
KB.bcp _ _ Pts 1393 to 12964 Pk1 Loc:1370 Spacing:11.67 Pts/Panel1350
KB1.4.1.8 Cap:3 5'-TATTTATGCAGAGGCCGAGG-3 Version 6.0 HiSQV Bases: 981 Plate Name: 20180208 kitaku
SGITCEG GECITAGC CTT TCAG FAGTAG T GAGG AGCCTTTTTTG GAGGCC TAGGC TT T T GC GATC GATCAAGAGACAGE ATG AGG aooa:nmn.qm 7 TG AACAAGATG G|
i 19 28 37 46 55 64 % 73 82 91 0o 109
_ Q_L
. %Egz(%%%%%z%%%
0
T TG CACG CAG BT TCT GG CLGE TT 66 G TCEAGAE GCTAT T'C ¢:GC TATG ACT GGGCAC TCGGCTGEC TCTGATGCC GCCG TGTTCCGGCTGTCAGCGCAGEG GC
118 127 136 145 154 163 172 Hm: 150 199 208 217 226

> gl ot . ol gl

GEEEG BT TET TT TTETE GACCGACCTGTLCC GGTGCCCTG TG CTGC GACGAGGCAGCGC GGC TATCG TGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTG TGCTC
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"\ Applied

,Wm0m<m.nm3m D05107A1_AB8Aj_1_SV40pro_F_C08_03_ABIO8 Inst Model/Name 3500/3500 Instrument
D05107A1_AB8Aj_1_SV40pro_F Feb 08,2018 02:59PM, JST
S/N G:58 A:55 T:54 C:70 KB_3500_POP7_BDTv3.mob Feb 08,2018 03:26PM, JST
KB.bcp Pts 1393 to 12964 Pk1 Loc:1370 Spacing:11.67 Pts/Panel1350
KB1.4.1.8 Cap3 Version 6.0 HiSQV Bases: 981 Plate Name: 20180208 kitaku
ICGA ATATCATGCTEG AnTGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTEGTGGCEGACCGCTATCAG GACATAGCGE TTIGGC TACCCGTG ATATTGCT |

685 694 703 712 721 730 739 748 757 766 775 784
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& GAGCTTGGCGEGCG TGS GOTGAC EGEGETT COTCGT 66 I TTACGE GTATCGCE GCTCCCGATTCGCAGCGEATEEGCCTTECTATCGCET TETTGALCGAGT TCGTT

793 802 811 820 828 838 847 856 865 874 883
1066
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0 ;
CTGAGCGGGAC TCTGGGEGTTCG? ATGAC CG nn_n GCGACGCCC SHEITIEIEEE TC ACG GATTTEGAT T.CC CEGCIEE CC T TE TATG sCG TT
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