P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pET28/Dronpa—NT-Lys

RIKEH
BEC
@ Clone ID s RDB _ 15470
@® Lot : 15470 _ AT7dq
@ DNA Concentration 5 25 nanogram/microliter
@ Volume g 40 microliter
@® Form . DNA solution in TE buffer
@ Host £ DH5 alpha
@ Culture s LB medium
@ Antibiotics 2 25 microgram/ml kanamycin
@ Purification 2 QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 15470 i
(NEB#N3200L), IC)
250 ng/well o oy . &
3] o = Q
c £ @ £
5 X m X
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Xhol : 6.4 kbp
Bglll ; 6.4 kbp
Xhol+Bglll - 51,13 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pBR_BamHI_R2 Sequence - E =
Sequence — B T7 terminator Sequence — F -
Sequence - C RV4 Sequence - G =
Sequence — D = Sequence — H =

APPROVED BY :

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



Applied

Biosystems D04498J7_1_A7Jq_pBR_BamHI_R2_A03_03_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J7_1_A7Jq_pBR_BamHI_R2 Dec 14,2017 05:35PM, JST
SIN G:151 A:201 T:168 C:171 primer name A  : pBR_BamH|_R2 KB_3500_POP7_BDTv3.mob Dec 14,2017 06:15PM, JST
KB.bcp _ ~ ” Pts 1395 to 12430 Pk1 Loc:1372 Spacing:11.33 Pts/Panel1350
KB 1418 Cap3 5-ATGTCGGCGATATAGGCGC-3 Version 6.0 HiSQV Bases: 945 Plate Name: dnabank_20171214
[ CcT GC T G G o: "IT I & & GCGG G =G G IC (G TG CGTCCGG CGTAG AGG iTCG m 10400 TCECGCG T TACGACTCAC TATAGGIG G TTGTGAGCG
if 10 19 I2g 37 16 64 13 82 91 100
| @mhm T9 prosmoter ;n %ma,?
1180 M,
//2..2.. i) .E z? i) .E: P ég\é
0 » A ALY :' VALY \ AR
GAT ) TTCACCTCT AGE T T°TTETTT GGAG ATAT TGGGCAGCAGQCATCATCATCATCATCACAGC mnmonoammqoonmnmommﬂ GCIGGT
109 118 127 136 145 1 163 172 181 1p0 o8 208 +
me 6 x . +S ombin € &‘ _v_:..._u
1180 \ A —p—r H:s 5 f
| zg 553%;%,
.nlm ﬂmﬂ..mamam T LCCAGACATG G ATC GCTGCGTATGG GGC GCTGTA TGGACACCCGTTCGCGATTG GGAGTTGGCCTTG GG GCCTTTCGAGGG
mmm@\ﬂ.ori 235 244 293 262 271 280 289 298 307 316 325 334
1180 A > .WTQS\ P, AB 8072261 , 4 lu
0 YU . )
GTATGG RCCTTAAAGTCAL GAAGGCGGACETC TEGCETTTCEGCECTATGACAT ETTGAR TE TET TTET G PTREC GHE CLGGGT HHODOO \TACCCAG T G
343 352 361 370 379 388 397 406 415 424 433 442 45
1180
s \ ) s
CTRAT TTC GC~ O._oo:,_w.ennsm GGGCTACTCTTG GG CG: GCATG TTACG GACGGGGGCATTTGT CGCGAC CGACAT CCCTGGATGGTGACTGTT
1 460 469 478 487 496 505 514 523 532 541 550 559
1180
. <§<§i§§é§§ 5%????&2«5
o v Y/ é@%zép\?? Wy
T'RT BT ATG TTCGATTTGATGGTGTG T T'TECETEEC TGGTCCAGTTATGCAG GLGGACTGTG TEGEE AGCCATC CAC T G TTGTATGTGC G T
568 575 586 595 604 613 622 631 640 649 658 667
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Applied

W_Om<m.nm=..m D04498J7_1_A7Jg_pBR_BamHI_R2_A03_03_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J7_1_A7Jg_pBR_BamHI_R2 Dec 14,2017 05:35PM, JST
S/N G:151 A:201 T:168 C:171 KB_3500_POP7_BDTv3.mob Dec 14,2017 06:15PM, JST
KB.bcp Pts 1395 to 12430 Pk1 Loc:1372 Spacing:11.33 Pts/Panel1350
KB 1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 945 Plate Name: dnabank_20171214
% ATGE AGTGCTE AAG G GTCATGTTAACATG B C TCTE TCGCT TG AAGGAGCGE T'GGC CAT TAGCGATGTG ACT TCAAAAC TACTTAT GLET G GGTTETGE
676 685 694 703 712 721 730 739 748 757 766
1180
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0 §§§5§§%§§§
CRACTTGCECAACTATCACTE TG IEGACCRACEACATIGAGATT AAGECATE AL TT ARG AL T FiGT T Tie:TEEATE AGEATE CCE G
775 784 793 802 811 820 mmm. 838 847 856 865
1180
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CGEC TTC TG GLCTGECECG G G C A TC CT TG G : ! TTCG T g g TG C '
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» Applied

W_Om<m.nm—.:m D04498J7_A7Jg_1_1_T7 terminator_F04_16_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J7_A7Jg_1_1_T7 terminator Nov 17,2017 04:09PM, JST
SIN G:73 A:64 T:77 C:87 primer name @ : T7 terminator KB_3500_POP7_BDTv3.mob Nov 17,2017 04:36PM, JST
KB.bcp , . Pts 1375 to 12977 Pk1 Loc:1352 Spacing:11.44 Pts/Panel1350
KB 1.4.1.8 Cap:16 5'- GCTAGTTATTGCTCAGCGG -3 Version 6.0 HiSQV Bases: 1015 Plate Name: 20171117 dnabank
GA TCRGCC C TTICGGG CTTTGTIAGCAGCCGGATCTCAG TG GTGGTG GTGGTGGTECTCGAG|TTARCCAACCAC TTEC TECACTTE TCT TCACGT T'TETCCAGRAE
1 10 19 28 37 46 55 T 4 73 100 109
_ of’|, oto
. NT-Ly pessees (03l
CTACACGTT TGTTGCCE ETCCATCAT CGTAGCACAGCCCAC TGCGAGTGAAGTAC TTATTCAT GAAGGTGAC TACG TCACCA TG ACGAAGAGGCEAAT GACTTATTGATTG|
118 127 136 145 154 163 172 181 190 199 217
1086
| [l
o (WY A
COCRGEEE TCT TTCGEATTAT A GTAC CCT-GAT C GATTCCTCC TTGATCAGAGGAARTAGGCATAC TCATAGCCC GAATACATGGTGT TCAGCGTTTTAAT TC GAAATC
226 235 244 253 Nmm 271 280 289 298 307 316 325 334
1086
543 —— »
0 | \
CECCCCAATET T'CATAGA GOA GAAR GT TG GTTTGCTATGTCCAAGAGT TGCAGC T GECCARC TTT T TC T TGARACGACTE TCATGTACTCE T TECTTTCTGCATGE I
343 352 361 370 379 388 397 406 415 424 433 442
1086
543
10 A
TTCGAATTTCTGTTTTTCCAAGGATTA T GCTTICTTGGCCTGC CTCG GCAGC TCAG TGCGCTTCGGCATGCTCATGCAGATT: TTAC TGTAATCT T TGICETE GC!
151 460 469 487 496 505 514 523 532 541 550 559
VTS Dgpusael Tl,swﬁ %Teiuor AB 1807260y , 1672
1086 C+b\g)
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0 V :
ITTTAATCTCARTGTG GTGGTCUCACAAAGTGATAGTC TGGCAALT CCTTCTTAGCTTTATAAGTAGTTTT GAAGTCACATCGGTAATGGCCACCTCCTTC!
568 577 586 595 604 613 622 631 640 649 658 667
o E%é%é
. oY
0 ‘ » : /\ A » ‘ ‘ )

Printed on: Fri Nov 17,2017 06:17PM, JST Electropherogram Data Page 1 of 2



 Applied

& , N ) w_0m<ﬂ“m3m D04498J7_AT7Jg_1_1_T7 terminator_F04_16_ABI24 Inst Model/Name 3500/3500 Instrument

D04498J7_AT7Jg_1_1_T7 terminator Nov 17,2017 04:09PM, JST
SIN G:73 A:64 T:77 C:87 KB_3500_POP7_BDTv3.mob Nov 17,2017 04:36PM, JST
KB.bcp Pts 1375 to 12977 Pk1 Loc:1352 Spacing:11.44 Pts/Panel1350
KB1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 1015 Plate Name: 20171117 dnabank

CAGAGC CATG TTAACATCACCCTTCAC CACTECATCACGCACATACAAT TTCTCAG TEGATGGE TCCCAT TTCACAGTCETCT TETGCATAACTGGACCAT TE GCAGG
676 685 694 703 712 721 730 739 748 757 766 775
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- : t
D A ’»...»"'».».P’,’v’-’.v.—.»’»’..’»‘b&?.b.’.”;’.» A ».p -..r AEENAVAN _P’b.p.k’?’ A
AGTTCACACCATECAAATCE GI T T AT GATAT ACAGTCACCATCCAGGGTTATGTCETTTGTE GE G TTARALCH ATGEC EECEeETCETTECGT TTEATGCTTEGTTE
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Printed on: Fri Nov 17,2017 06:17PM, JST Electropherogram Data Page 2 of 2



Applied

Biosystems D04498J7-1_A7Jg_RV4_G10_19_ABI24 Inst Model/Name 3500/3500 Instrument
D04498J7-1_A7Jq_RV4 Dec 07,2017 06:11PM, JST
S/N G:105 A:70 T:71 C:88 primer name (C :RV4 KB_3500_POP7_BDTv3.mob Dec 07,2017 06:52PM, JST
KB.bcp i i Pts 1433 to 12824 Pk1 Loc:1410 Spacing:11.43 Pts/Panel1350
KB1.4.1.8 Cap:19 5-GACGATAGTCATGCCCCGCG -3 Version 6.0 HiSQV Bases: 968 Plate Name: 20171207dnabank
| GEOA TG ¢ %G 66 TIG ACGCTETUAEGE GCATCE GAE ATICEE G & TECETAATE AG TG AGE TAACT TACATTAAT TG L GTTGC OC|TCAE TG ECEE'CT T TCCAG T |
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ZGGG CCTGETCGTGCCAGC TGCAT TAATG AATC GGCCAACECG C6 GGG AG AGGEGGETT TGCG TATTGGGCGCCAGGG TGGTTTTTCTTTTCACCAGT G AGACGGG CAAC]
)9 118 127 136 145 154 163 172 181 190 199 208 217
1086
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0 _‘ VANV VIV TVUUUVVEY
GETCATTECEE TTCACES CC TEG CCETEAG ACAGTTEC A GCAAGEGETCCACGE IO TITEEC CCAGCAGBEGARAATCE TG TTT GAT GG TGE TTAACGGEGGGATATAACAT
226 235 244 253 262 274 280 289 298 307 316 325 1
| 1086
543
0 SESRAAAINIAAASSNANARNTARSRAS AN AANESLN AN AR NANSESS Lo
'GAGCTGTCTTCGGTATCGTCGT ATCCCACTACCGAGATATCCGCACCAACGCGCAGCCCGGACTCG GTAATGGCGCGCATTGC GCCCAGCGCCATCTGATCGT TG GCAALCAD
334 343 352 361 370 . 379 388 397 406 415 424 433 442
EcoRV
1086
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0 . : \
CATCGCAG TGS GAACGATGC GO TCATTCAGCATT TGCATGGET T TGT TGAAAACCE GACATGG AL TCCAGTCGCCTTCCCGTTCCGETATCGGCTGAAT TTGATTGCGAGT Gy
451 460 469 478 487 496 505 514 523 532 541 550 55
1086
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o [\ | Al [\ AR A J /\
GATATTTAT GCCAGE CAGCCAGACGCAGACG CGEC GAGACAGAACTTAAT GGGCCCE CTAACAGEGCGATTTGCT GG TG ACCCAATGCGACCAGATGCTOCACGCCEAGT
9 568 577 586 595 604 613 622 631 €40 649 €58 667
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~ Applied

D04498J7-1_A7Jg_RV4_G10_19_ABI24 Inst Model/Name 3500/3500 Instrument
W_Om<mﬁm_.:m D04498J7-1_A7Jq_RV4 Dec 07,2017 06:11PM, JST
S/IN G:105 A:70 T:71 C.88 KB_3500_POP7_BDTv3.mob Dec 07,2017 06:52PM, JST
KB.bcp Pts 1433 to 12824 Pk1 Loc:1410 Spacing:11.43 Pts/Panel1350
KB1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 968 Plate Name: 20171207dnabank
CGCGTACCETETTCATE GGAGARAATARTAECTET TCATGCE GTETE TECGETEAG AC AGATEAAT T ARCIEE BEE CATTAGT GCAGGCAGC T TCCACAGLCAATGCLA

676 €85 694 703 712 721 730 739 748 757 766 775

TCCTGGTCATCCAGEGGATAGTT TGATCAGCCCACTGACGEGTTEEGECBAGAAGATTG TGECACCGECGC TTTACAGGLE TTCG ACGECCGCT TCGTT CTACC
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