Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name :

RMIKZH
BRC

pT2/shp53/shNfl/SV40-GFP

® Clone ID

@® Lot

@ DNA Concentration
@ Volume

® Form

@ Host

@ Culture 2
@ Antibiotics

@ Purification

@ Digestion by restriction enzyme

RDB _ 16062

16062 _ A8Id

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

2-Log DNA Ladder
(NEB#N3200L),
250 ng/well

(kb)
10.0
8.0
4.0
3.0

1.5
1.2

10

0.1

Erectrophoresis : 100

Restriction enzyme

16062

5 &
(&) (o]
= Q
3 w

Xhol

EcoRI+Xhol

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

Expected size of fragment

EcoRI 5.6 kbp
Xhol 56 kbp
EcoRI+Xhol 3.8, 1.8 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence — E

Sequence — F

Sequence - G

Sequence name Primer name
Sequence — A M13_-40
Sequence — B SV40pro_R2
Sequence — C SV40pro_F
Sequence — D EGFP-C2

Sequence — H

APPROVED BY : \'-"._ _:f./

http://dna.brc.riken jp



Applied

D05854A3-3_A8Id_M13_-40_E01_13_ABI24 Inst Model/Name 3500/3500 Instrument
Biosystems gt

Rys D05854A3-3_A8ld_M13_-40 Oct 02,2018 01:20PM, JST

S/N G:61 A:126 T:125 C primer name 4 :  M13_-40 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST

KB.bcp . ’ Pts 1553 to 12385 Pk1 Loc:1530 Spacing:10.98 Pts/Panel1350

KB1418 Capia D-GTTTTCCCAGTCACGACGTTGTA-3 Version 6.0 HiSQV Bases: 950 Plate Name: 20181002_kitaku

CC G T maﬂmnmomﬂ T/C G ACTCACTATAGGGCG TTG G AGC TCGG ATCCCTATAHACAGTTG mﬂ[nﬂm G TT TRACATACACTT GTTGGAGTCATT c

1: HD_ 19 28 37 46 55 64 73 91 100 1

1126 _ MQ&\\I_.. %mt& _F: %% N\%N m
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o S A\00000 i ey /1 , Ak %%%%%E%%g%

TEE TRET T CTAE T CEAR LWL 1 vl A T e vl 2 c TASTTIRTG &C GTCAGT TAGG AC _._.O.. CTTTGTGCATG ACAC & FEATTTITTCGC & TTGTTT O.
09 118 127 136 145 154 163 172 181 190 199 208 Z1:7
1158
563 —
0 LYVLYVYY | A i
G ACAGS ATTATTTCACT TAT TTEAE TETAT GAE TTCCAGTGGGTCAG AGTTTACATRCALCT T T6E6ACTE TG CE T TN CAGCTTGES TTCCAG %m ‘_,n
226 235 244 253 262 271 280 289 298 307 316 325
I
{158 A
. | | |
O =raice — — \il e T b A R e |
TCATSE GE&TTTAG T T GTACATGTGT TAGE TCETC TETTE GG AGCTATTACACATGT GGGG ATCNGTGGETCTCATACAG CTTAT G HHODO T CiC
334 343 sﬁ.\, Nl\wwm 361 370 7 379 ~ 388 397 406 424 433 442
Sﬁ

1126 : _— A P53 H] promite

> W TREYD VWA | I Ay

GCACATTI TEACGTTTATGGTGATTTIC CCAG CACATAGCGACATGC PAT T'BCAGECC G ECACTC ECGE TG TECCTCACAGC CATCTTECE TG CECAGEGELC GCALGICEGLE G
451 460 469 478 487 496 505 514 523 532 541 550 55
1126
563 » b
g \ VYW Y | \ VY VVVY A | \ (YWY
TEECRGEGTTECEERETAG TG ACAC TG G ELEEBGLEE TTCCTTGGAGCGGGTTGATGACGTCAGCG TT QG TTAGCTITGATAGCTT GGACAC TG GETTAG HH.
g 568 577 586 595 604 613 622 631 640 609 658
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Applied

D05854A3-3 A8ld M13 -40 EO1_13_ABI24 Inst Model/Name 3500/3500 Instrument
W-Om<mﬁm3m D05854A3-3_A8Id_M13_-40 Oct 02,2018 01:20PM, JST
S/N G:61 A:126 T:125 C:143 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 1553 to 12385 Pk1 Loc:1530 Spacing:10.98 Pts/Panel1350
KB 1.418 Cap:13 Version 6.0 HiSQV Bases: 950 Plate Name: 20181002_kitaku
CTCTTG TCTAATCTCATTGTIGTCC/GGGG umﬂﬁmqmmqnqné CAGAACTTATAAGAT TCCCAAATCC GACATTTCACGTTTATGGTGATTTCCC AG
676N 685 694 70 712 721 730 739 748 757 766

| 1126 .m&\ \<un‘\ F Yy \bsx@‘ﬁm\\
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o OO i 0 000000060000 e i ™00000 00 N0

CaCATAGCGACATGC TATTGCAG GGCG CC ‘.nmjnnnnu_m TE-CCTCABAGCC A,O.H,ﬁnne\mﬂm GGG CGCACGCGCGEBCTGGEGEGTGTTCCCGCCTAG T

775 784 793 802 811 820 829 838 847 856 865
1126
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0 00ea0a000000c 000 0o a0 NC00000a 00 eot00eeo3& KX XA 00
GACACTRGGECCCGCE AT TCCTTCAE AGCE GG TTGATGACG TCAGCGTTCGAMATTATCGAMATT CCG TR gg TAMITE TR G T
874 : H 883 892 " 901 910 919 928 937 955
% a !
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T AGG EYse E TCT6 EA B AG THX aEcf CEAS ATATIY DY T TIT CG CC APAG C AC AG TGGG TC G ¢ B G
964 973 982 991 1000 1009 1018 1027 1036
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Applied
w_wm\ﬂmam

D05854A3-3_A8ld_SV40pro_R2_FO1_16_ABI24
D05854A3-3_A8ld_SV40pro_R2

Inst Model/Name 3500/3500 Instrument
Oct 02,2018 01:20PM, JST

SIN G:384 A:786 T:625 C:878 primer name 73 : SV40pro_R2 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp ' , Pts 1572 to 12463 Pk1 Loc:1549 Spacing:10.86 Pts/Panel1350
KB 1.4.1.8 Cap:16 8- GACTTTCCACACCTGGTTGC -3 Version 6.0 HiSQV Bases: 931 Plate Name: 20181002_kitaku
_ T:TCh G C ATTITG CATPC TTCTGCCTGCTG GGG (GCCTG GG G /CTTTCCACACCC TAACTG ACACACAT TCCACAGGG TCG ACCACTG TGC TGGCGAATTG AAGATAT
1 “ 10 19 28 37 46 55 64 73 82 91 100
. -
e & SV YO promoter Sl EcoRV
|
563 : . '
0 s SISV, OOV ) A _ B
CTEGACET CTCCTCTTCAG ACCT|G ARG TTCCTATAC TTTCTAG AG AAT TAATTC|G BACGC TG ACG TCATCAAC CCGC TCCAAGG AATE G
109 118 127 136 145 154 181 190 199 208 21°
g el s HL promoter
1126 FRT ( onint
563
0 . — ’ - h - b Al L]
CGGGCCCAGTGT CACTAGGC GGG AACAC CCAG CGCGEG TG GCCCTEG GCAG GARGATCGCTGTG AGG GACAGGG G AGTGEGCGCCCTGCAATATTTGCATG TCGCTATGTGTT
7 226 235 244 253 262 271 280 289 298 307 316 325
\b\o&,‘
1126
563
0 V1V J 1YY | AR :
CT GGG ATCEA GCAT CGTG TGTCTTTGGATTTGGG e T ENT GTTCTGTATGAG ACCACIAG AGOGO“QD CAC TGAGATTAGATTTC G AG T TCTE
334 343 352 361 370 379 388 397 4086 415 Pl 433 442
\ L
sh Mf]
GCTATCAAGCTAATTCGAACGCTGACGTCATCAACCCGCTCCAAGG AATCGCGGGCECCAGTGTCAC TAGGCGGG AACACCCAGCGCGEGTGCGCCCTY
460 469 478 187 496 505 514 523 532 541 550
s 41 \b§§3m&\ Apal
| 0 | ot [ :
ZGCAGGAAGATGGCT GTGAGGGACAGGEGAGTEGC GCCOC TGCAATAT TTGCATGTCGCTATETET TCTGGE TCACCAT ceTE TGTCTTTGGATT TGGGAAT
559 568 577 586 595 504 613 622 631 640 649 558 6¢
1126

2%, oV e e e oo e e e
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Applied

Bi osystems D05854A3-3_A8ld_SV40pro_R2_F01_16_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A3-3_A8ld_SV40pro_R2 Oct 02,2018 01:20PM, JST
S/IN G:384 A:786 T:625 C:878 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 15672 to 12463 Pk1 Loc: 1549 Spacing:10.86 Pts/Panel1350
KB14.1.8 Cap:16 Version 6.0 HiSQV Bases: 931 Plate Name: 20181002_kitaku
T T-A'T GTTCTGTAT G AG ACCACAGATCCCGTACATGTGT TAGE TCETT E G AG .mm.mﬁq_.ﬂﬂ CACATGETAGTTTTT EETTCT GCCATGE ACATC

57 676 685 694 703 712 7 721 ~ 730 739 748 757 766

1126 {1 \Q\mxﬁhﬁ\ — sS4 P 53 Hind 1L
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TTCT GG TR TNEE G 2 T8 T.T GGC CAGTC 1T T GTGTATG TG CCEEAET GG T'E T G AT GTG T T
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L ‘/ Tl
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TT B G T T G TIGES G T G TIT G cC G G, "PIETTT T: & e T € G € TT G TG T Tie T & T T £
964 973 982 891 1000 1009 1018 1027 1
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Applied

Bi Om<m.nm_3m D05854A3-3_A8Id_SV40pro_F_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument
DO05854A3-3_A8ld_SV40pro_F Oct 02,2018 01:20PM, JST

SIN G:125 A:176 T:132 C:319  primer name (_. : SV40pro_F KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp , A Pts 1501 to 12245 Pk1 Loc:1478 Spacing:10.88 Pts/Panel1350
KB 14.1.8 Cap:19 SLTATTTATEEAGABGEOLACE S Version 6.0 HiSQV Bases: 924 Plate Name: 20181002_kitaku
1ICCG C T G(C ATTCAG, 2 G TAGT G G G IGGGTTT TTTGGAG GCOTAG GCTILTTEC GCTJATGG TG AGCAARGGGCG AGG moam.aan CCGGGGTGGTGCCC

| 10 19 28 45 55 64 73 82 100 1

1090 “ %i&mbb&%\%\\ - N N\WQ\PN
545 _ s
AN\
0 ol AN | X . . | V] _
TCCTGGTCG AGCTGGACGGCGACG TAAACGGCCACAAGTTCAGCG TG TCTGG CGAGGGCG AGGGCG ATGCCACC TACG GCAAGC TG ACCCTG AAGT TCATCTGCACCACT
09 118 127 136 145 154 18 172 181 190 199 208 217
S TCL o T¢I (Ser, Synon
1090 C 1 )

s W il | L

5GC GETECECGTEGLECC TG RCCLACCECTCGE TG ACCACCC TG ACCTACGGCE TGCAG TGCTTCAGCCGCTACCCCG ACCACATG G CAGC ﬁm BETEGTTC GTCCGCCAT(

226 235 244 253 262 sl 280 289 298 307 316 325 1
1090
545
O — - — —
5CCCGAAGGCTACGTCCAGE AGCGCACCATCTTCT TCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTG AAGTTCGAGGGCGACACCCTGGTGARCCGCATCGAGCTG AAY
334 343 352 361 370 379 388 397 406 415 424 433 442
1090
. »» » »
0 = » y
3GGCATCGACTTCAAGGAGG ACGGCAACATC CTGG GGCACAAGC TGGAGTACAACTACA ACAGCCACAACGTCTATATCATGGCCGACARGCAGAAGARCGGCATCAAGGCG
451 460 469 478 487 496 505 514 523 532 541 550 55
1080

- oot pmaneteot ettt

CTTE GATCCGCCACAACATCGAGGACGGCAGCG TG CAGC TCGCCGACCACTACCAGCAGAACACCCCCATCEGGCGACGGCCCCGTGCTGCTGLCCCGAC CRALT
9 568 5717 586 595 604 613 622 631 640 649 658 66"
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Applied

'Biosystems D05854A3-3_A8ld_SV40pro_F_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A3-3_A8ld_SV40pro_F Oct 02,2018 01:20PM, JST
S/IN G:125 A:176 T:132 C:319 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 1501 to 12245 Pk1 Loc:1478 Spacing:10.88 Pts/Panel1350
KB 1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 924 Plate Name: 20181002 _kitaku
ﬁ ~ ACCTEAGEBAGECAGTGCELOE T ABE CACCCCRAACGAGAAGC FCG AT CAGATGGTCETGCTEGAGTTICG TEGACCECEGCECEEEATCACTCTCGEGCATER
7 676 685 594 703 T2 721 730 739 748 757 766

. EGFP
Eégg?ég?&%gg%gé

GCTGET TGAGCGGECGCG TC TCTCTAG GUE TE & BTG TCAGBGCECTCEBACTETGECECT TET G T T GE € TETGTLETGTTT
775 ;mf% 793 __ 802 R 820 829 838 847 856 g
1090 > Notl XbaI Socl S bGH \og\v\m\t wﬁ&%
545
o .
Qﬂﬁﬂﬂ%ﬂﬁﬂnﬂdﬁm e CE TTeEeE T'TG6 C EC TEE GG T G CC E'"TE B & g g T EE ‘7T & T - S
165 874 " 883 892 901 910 919 9456
1090
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Ire TC TG & 1T CG TG TC ™ £ % IT C T GGGGGGGGE TGGG G T GG GGG C G C AG CC G GG G G CG
955 973 982 991 1000 1009

_uzama on: Tue Oct 02, mo._m 04:35PM, JST Electropherogram Data Page 2 of 2



 Applied

) Bi osystems D05854A3-3_A8Id_EGFP-C2_H01_22_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A3-3_A8ld_EGFP-C2 Oct 02,2018 01:20PM, JST
SIN G:12 A:19T:23 C:24  primer name 4+ EGFP-C2 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp ; Pts 1558 to 12308 Pk1 Loc:1535 Spacing:11.08 Pts/Panel1350
KB 1.4.1.8 Cap:22 - ACTACCTGAGCACCCAGTCC -3 Version 6.0 HiSQV Bases: 876 ) Plate Name: 20181002_kitaku
Gre GG CCGC GC(G ITCACATG GTECTG CTGG 5 TTEGC TG ACCGCCECCEGEG ATCAC TCATCGGCATGE ACGAGCTG TACAAG TAATG AGCGEGCCGCEATCAAT]

i 10 19 28 37 46 55 64 t 73 Eﬂv \ﬂwwﬂH 109

1036

w%\%
o T Ve ot el L ﬁ il o

ITCTECTAGAGCTCEGCTGATCAGCC TCG OHOADOD‘HHOH GTTGCCAGCCATC _,ﬂH.HmHH [GLCE CCCEE TEGCET TC:CT TG Onwuw.mﬂm GGTGCCACTCCCACTGT
178 _ 127 136 145 154 163 172 181 190 199 208 217

Xpal |, SacL bGH poly (A) Signal

o E.:s:.._.:;._

,m,.@.@,mf,,%,_..,,_n,,.ﬂ_,o.mWM_E_gm_w{m,,c%,,@,m@,,,__,.._,nm:_,m.»___.ﬁ,r,otﬁ.,,m,@,“,,w,wﬁ
5 o ot

1036 N

L 5B 12HR(R)
. r.—: :EE—E;EEF .zEEL.:.r::E:::;:..:::_.H .r..._......s!..:r:.r. .:F.F.

GC TG T TG TETET TT TCTGATATT TCACAT TETT T GTEETGEATCCT T CC1
568 577 586 295 604 613 622 631

TT

667 67¢

1036
518
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Applied

Bi osystems D05854A3-3_A8Id_EGFP-C2_H01_22_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A3-3_A8ld_EGFP-C2 Oct 02,2018 01:20PM, JST
S/IN G112 A:19 T:23 C:24 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 1558 to 12308 Pk1 Loc:1535 Spacing:11.08 Pts/Panel1350
KB1.4.18 Cap:22 Version 6.0 HiSQV Bases: 876 ) Plate Name: 20181002_kitaku
_ GTCA GAATTGTG GTGAGTTT TGTATTTGGCTAAGGTGTATGI CTT CCGIAC TTCA ACTG TATAGGGATCCTC TAGCTAGAGTCGAL CTCG
5 685 694 703 712 721 730 739 748 757 766 775
1036
518
- O —_— o - =
GGGGEGGGC C (GGG TACCCCAGCCTTTT G TT CCCTTTT AG TGAA GGGTT TTEGE G0 -G CTTTEEE € &6 1 T CA TEEG T (AAT GOTEE P CC TETETE T
784 793 802 811 820 829 838 847 856 865 874 883

TG H_‘ TEC GECT €A € T TCCCECEAIC c T AC (G GCCIC GGA GCCATAI G TIIG T GC(T TG GG G TITGCCCTIT ARA TG IGGT GGAGCC T F Ct

892 901 910 919 928 937 946 955 964 973 982 991
1036
518
|D e R = = - o " " -
> T ACC ik g ITTGG £LCG TIT G LCCE C 1CC T TG CCEEEECE TTTTIC € ' T'CC GG G CE CTIT G ICCE TTEEE C B CEE "GG EC iy
1000 1009 1018 1027 1036 1045 1054 1063 1072 1081 1090
1036
518
1GG ITT C CG G g £ : C G CE € € 6 G G IG LG G CCG & T 1 T AG (€CC GAT TAT iT ‘GG G G
1099 1108 31487 1126 1135 1144 1153
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