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Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : PDIA3-mCherry-KDEL

RUE
BRC

@ Clone ID

@ Lot

@® DNA Concentration
@ Volume

® Form

@ Host

@ Culture

@ Antibiotics

@ Purification

@ Digestion by restriction enzyme

RDB _ 15153

15153 _ ATFI

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha
LB medium

25 microgram/ml kanamycin

QIAGEN QIAprep Spin Miniprep kit

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

e
—
jum—
—
e
e
e

Belll + BamHI

2
>
(8]
c
>

Erectrophoresis : 100

Restriction enzyme

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

Expected size of fragment

Bglll 6.2 kbp

BamHI 6.2 kbp

Beglll + BamHI 4:7. 15 kbp

kbp

kbp

@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name

Sequence — A CMV-Forward Sequence — E -
Sequence — B mCherry—N_rev Sequence - F =
Sequence — G SV40polyA-R Sequence — G -
Sequence — D SV40pro F_ V2 Sequence — H -

APPROVED BY :

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



~Applied

w_0m<ﬂnm3m D04425A2_ATFI_2_CMV-Forward_EQ7_13_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A2_AT7F|_2_CMV-Forward Jun 28,2017 02:06PM, JST
S/N G:26 A:45 T:31 C:41 primer name > . CMV-Forward KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp AAAA ; Pts 1532 to 13033 Pk1 Loc:1509 Spacing:11.56 Pts/Panel1350
KB1.4.1.8 Cap:13 GG [GAREBEGACTT -2 Version 6.0 HiSQV Bases: 974 _ Plate Name: 20170628 _kitaku
T TTCAAAGTLECGTEC CGCA T TG AGG TGGGCGGTAGGCG TG TACGGTG GG AGGTCTATATAAGCAGAGCTIGGTTTAGTGAACC GT CAGATCCGC TAGCGCTACCG G &¢

1 10 19 28, 37 46 55 64 73 82 91 100 109

_ CV Nhel

1206 pro
603

0 DO DAY ;ﬁ&,.r.t.:».:fzi Fa._:_..:.f::—i»»EE» E::—EEEE:: :

ITCAGATCTCGAGGCC On(ﬂwmnﬂﬁn anmnn TEGCGLCTGCTCCCGGE CGTEGGCGT .HmﬁemnJOQOOHODmoooaonaomnoaono CTCABACGTGTTGES CTG2CG
118 129 136 145 154 ®9>9H 163 172 181 190 199 208 217

Bq L Ywel |Z™T  Rar PRIAZ founiial, N4

1206

ot E:sa;..E.se::as_::::E.,_E::.:E:E.,E_.z.:::

CTTCGAGAGTCGC GTCTCCGACAGE GCTCAGC TC GGCTCATGC TAGTCGAGTTCTTCGECCCEATGEGG TGTGGACH GAGGCTTGCCCC TG AGTATG GCT
226 235 244 253 262 25 280 289 298 307 316 325 334
Neol
1206
603
5 AL NIV WY ..
GCAGC CCAGATT GG TAGT CCCATTAGC GGTGG ACTGCACTGCC? CAC CACETGEGT : i GTATGGCGTCAGCGGCTACCC cTC TTA B ATATTTAG
343 352 361 370 379 388 397 406 415 424 433 442 451
1206 m@+e
603 » »
GLTGGTG AGAAGCGGGTGCTT g.m qmmonnﬂ GGACTGCCGATGG TTET CAGECACT TG G 1% GCAGGACCAGCTTCAGTTCCTCTCAGGACTGAGG ACG kil
460 469 478 487 496 505 514 523 B3 541 550 559
1206
603 » —
0 A _ | v 1Ly JyVy yVv
TT? G GTTCATTAGTGAT GATGCEC TCCETIEETEEEGCTTTTTCA GEGATTITAT TCAGTGATGECEAC TCEEGAGBTTELT GCAGCCAGC (@2 il e GAGAT
568 537 586 595 604 613 622 631 640 649 658 667
1206

L) 1y iy AL iy
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- Applied
w_wwﬁﬁmam

S/N G:26 A:45 T:31 C:41

D04425A2_ATFI_2_CMV-Forward_E07_13_ABI24
D04425A2_A7F|_2_CMV-Forward
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Jun 28,2017 02:06PM, JST
Jun 28,2017 02:33PM, JST

KB.bcp Pts 1532 to 13033 Pk1 Loc:1509 Spacing:11.56 Pts/Panel1350
KB 1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 974 Plate Name: 20170628 _kitaku
CTACCGATTTGCACACACCAACG TTGAATCTCTGGT GAAGGAGTACGATGATAATGGAGAGGE GG AT TACTATAT TTCGTCCAT PTACATCTGEGOTRAC PTG
676 685 694 703 712 781 730 739 748 757 766 775
1206
g | » . %&%ggg@o@%&%? §
o I VTN ) § i
GAE TTET 6 GCAT AT ACT & G TG ECLAGT G 6C ITTTATTCAG G ‘jjﬂqmm T'E TCT & BCE T6 c
784 793 802 811 820 829 838 mﬁ\_ 856 865 ui
_/;\: | mNﬁ.A\
1206 « 96 7 wmnpw
(o™ \ f . e O e [
0 OXAX »‘ b :::: s s i o‘o; ..ot.. . X0 X000 0O 0000000
GAT THETE T P GG C i + A ClE CGGCT T TGTGG ACT : T it G&LT T & T g 7T e T Qg
883 892 901 910 919 928 937 946 955 964
1206
603 ’ ’
o e 000000 S X0 00006¢ 3o 3000000000 Y a0 3l s oI
GG AG & GG TIC A TCC R TEEE T € G C 2 GAC ATT CCC TTEEA TG ¢ TG G AQ AL & ¢ T.C G T E TE TRIGE 'TAG o
973 982 991 1000 1009 1018 1027 1036 1045
1206
603 - ‘r £
1 0 K oY bd’\.tkr"l A%, ?_'Li? \.V»rb’g’% Vo TAY, b".‘? \’g?.\%’%u&#u’s.%wmﬁﬁ
e G T EE GT TT &G ; fege- WiEs .6 ¢ ) o T fe It T F56 g © c T ge T
1054 1063 1072 1081 1090 1099 1108
1206
603 3
0 Dol O e LTt A S e D N s St s Yoo oSz
G G G G e
1127
1206
603
0 E" i -
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- Applied

W_Om<m.—nm—.=m D04425A2_A7FI_2_mCherry-N_R_FO07_16_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A2_A7Fl_2_mCherry-N_R Jun 28,2017 02:06PM, JST
S/N G:53 A:71 T:81 C:97 primer name @ : mCherry-N_rev KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp - GTTCACG 2R Pts 1527 to 13082 Pk1 Loc:1504 Spacing:11.66 Pts/Panel1350
KB 1418 Cap:16 GAGCCCTCCATGT -3 Version 6.0 I_mD< Bases: mmw - B Plate Name: 20170628_kitaku
[ TCGC G iz TTG /TG TGGCC TG TT - TCCTCCTCGCCCTTGC TCAcC- TG G TGGCG oommamm-..-a.m-m.ommoooomommm GGTCCTCTTGTGCCTTCTTCTTCT
1 0 _ 19 28 37 15 7_ 55 64 —— 502 109
col BamHL }w»ﬁ wﬁ, PprAz N 0(73(9.1,
1130 __ mCheery L TS 5 -s_wHu1 (T8F.. (c)
O ™ il E. Mo el
0 /2RI WL WAV VY (W AV VWYY
TCTTAGGTTTTTCTTCTTGAATTATAGGAGGGTTTGTAGC TTCTCGT TGTAGAT AGCTG AT TCATT TTCACGGCCACCTTCATACT TCTTTGGAGTTAGC TTCTT
118 127 136 145 154 163 i 2 181 190 199 208 217
(N, CTT2TTT
113G (ew? Phe
565
O - P —
GTTGGCTGGTGAG ALAGTAGATG GTAG G CCCTTGACTTCATATGGAGAAGGCACAT CATTGGCTGTGGCATCCAT CT TGGCTATGACAATATTTGGGTCTTTGCTGAGTT
226 235 244 253 262 271 280 289 298 307 316 325 334
Ndetl
i)
565 »
o | \
TCETCCCCCAGCTCTT TG TACTTGGEGTTCCAGGETTCCT .H CAGTGGCCACACC GGAGCAT ETCGATC O0.0m_hﬂﬂ%,h_m.—,ﬂﬁiﬂ GCATTCAC TATGTCATC e TET
343 352 361 370 379 388 397 406 a1s 424 433 442 451
11,30
565

o I\ |

CTGCTACCACCACCTTGAC mmqonﬁ.nmhyﬂo_:ninmmmm TAGGTTCAGACTTCAGGTATCTC TTCAAGTTGCCATC

GTATTCCTGCAGG CLCGETC GAGCCTT!Y

460 469 478 487 496 505 514 523 532 541 550 559
1130
Yo YA
3CCATCCCGCGAGAAC TCCTCCTGCATGAC CTTCTCTCCTTTAGCAGTTCTGATAGCCACAACAGGAATCTCTCCAGTAGTGCT TTCTAAGCC GTCAGACAAT T(
568 577 586 595 604 613 622 631 640 649 558 667
1130

o7 v A ey e Y Y WA %@éﬁ%@éé
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» Applied

w_0m<m.nm_.=m D04425A2_ATFI_2_mCherry-N_R_F07_16_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A2_AT7FI_2_mCherry-N_R Jun 28,2017 02:06PM, JST
S/N G:53 A:71 T:81 C.97 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp Pts 1527 to 13082 Pk1 Loc:1504 Spacing:11.66 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 987 Plate Name: 20170628_kitaku
AT GGCTARAGGTTT TACGGCTAGCTACAGC GTTGEAGTT TGTG TCCAGCATCAAG GAATGTGTTTIGCCACCATCATGACCCTG ITTT CTCLAGTAG TTAGAALDC]

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

1130 SNH

TTAGTATTCT TTTEAT AGTCCACATCATAGT GCECGS TG AGTAAGTCE TTGCCTTG TATLE! TETTTARITAT CT TE TG TEATAT G

784 123 802 811 820 829 838 847 856 865 874

TIEE TTTT CeT & 7 T AET TETTGATT TT SEEALC T8 @ TCATITTPCTITL T CAGTAT TGCEAC TTTTEGSTCTTC : L T—5—1 & B e

2?7_ \&w_ 892 901 910 919 928 937 946 . 964 973
-~ 4y !
)
E.mo @r cmu‘?w
+ .w ot
55 r~
0 .O- D¢ X 4‘4 0“. ¢, X X D ’Of\.‘.ﬁ. e 'Q." o X Bav
GATGT TEE AGR TATAG T | T EEE e T e TEc 1o A fTCATCE AL TECE T ¢ g G ACG il v & & T B P T
982 991 1000 1009 1018 1027 1036 1045 1054
1130

565

G TG C T € GGG T RGG TTT T 18 T & T¢ G T dF B T Ees CC TGG &2~ T TT T T G G ! C TT € & G AG
1063 1072 1081 1090 1098 1108 A kD Ko

AR - f.li!v.v S
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Applied D04425A2_ATF|_2_SV40polyA-R_G07_19_ABI24 Inst Model/Name 3500/3500 Instrument

'Bio
Aysleis D04425A2_AT7FI_2_SV40polyA-R Jun 28,2017 02:06PM, JST
S/N G:105 A:103 T:133 C:185 primer name  : SV40polyA-R KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp " . Pts 1523 to 13174 Pk1 Loc:1500 Spacing:11.65 Pts/Panel1350
KB 1.4.1.8 Cap:19 o= TCATTTTATGTTTCAGGTTC -3 Version 8.0 HiSQV Bases: 982 Plate Name: 20170628_kitaku
TTeCe A6 TOTTT A GT CCT CTACFAATGTG GTATGGC TG AT TATG AT CTAGAGTC GCG GCCGJc TAlG AGCTCATCCTIC TTGTACAGC TCGT CCATE CCGC|
1 10 COE 28 37 46 55 64 73— 82 Gacl (91 100 109
| Xsaﬁm NetL |, top LDEL w Caerry
1320 |
_ (wethylafea ) Pk

. O Yo [\ | __;—.»::.:E—Er:..:»:»::—E

CGGTGG m.ﬁmmmjﬂmoon%nmmomnmA_enme CTGTTEC nm..m_,m..mﬂmﬂ GTCCTCGTTGTGGG mmﬁm.ﬂm%nﬁ.‘. CTTGATGTTGACGTTGT Oonmnnm..mmﬁ GCTGCACG
118 127 136 145 154 163 172 181 190 199 208 217 z

1320

o .:,_,..._:;E:E:E:E—.E.:E:?:E:,E..__.E_E:::=E,EE::.E::E:a

GGCTTCTTGGCCTTGTAGGTGGEGTCTTGACCTCAGCGTCGTAGTGGECGCCG TCCTTCAGE TTCAGECTCTGCTTGATCTCGCCCTITCAGGEGECGBGCCGTCCTCGGGEGTACATCLE G
12% 235 244 253 262 271 280 289 298 307 316 325 334

1320

i |

CTCGGAGGAGGCCTCCCAGCCCATGGTCTTCTTCTGCAT TACGGGGCCGTCGGAGGGG GTTGGTGCC GCG CAGCTTCACCTTGTAGATGAACTCGCCGTCCTGCAGGG AGG
343 352 361 370 379 388 397 406 415 424 433 442 451

(Neol PsrT

1.320
660

0 I W A \

GTCCTGGGTCACGGTCACCACGCECGCCGETCCTCG GTTCATCACGCGU TCECACTTG GCCCTCGGGG AAGGACAGCTTC GTAGTCG GGG ATGTCGGCGGGGTGCT TCA
460 469 478 487 496 505 514 523 532 541 550 559

1320
660

CGTAGGCCTTGGAGCCG TACATGAACTGAGGGGACAGGATGTCCCAGGCGALGGGEBCAGGGGGCCACCCTTGGTCACCTTCAGCTTGGCEGGTCTGGGTGCCCTCGTAGGG
568 577 586 595 604 613 622 631 640 649 658 667

1320

o e o) | L Ml M
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» Applied

> Bi osystems D04425A2_AT7FI_2_SV40polyA-R_G07_19_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A2_ATFI_2_SV40polyA-R Jun 28,2017 02:06PM, JST
S/N G:105 A:103 T:133 C:185 KB_3500_POP7_BDTv3.mob Jun 28,2017 02:33PM, JST
KB.bcp Pts 1523 to 13174 Pk1 Loc:1500 Spacing:11.65 Pts/Panel1350
KB 14.1.8 Cap:19 Version 6.0 HiSQV Bases: 982 Plate Name: 20170628 _kitaku
GUG GCCCTGCGC CCTC GCCCTCGATCTC GAACTCGTG GCEET ICACGGAGEC CTCCATGTGCACET TG AAGCGECATGAACTCCTTGATEATGGCCATG T TATCC TCY

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

1320

660
S W0 o™y DA MY t?g%%éé?%@m

TTCBCCCTTEGETCACEBATICETG GCGACEG BTG GATCCCEGGEECECGGIGAGETEETCTTETGCCTTCTTCRTCT TE TT GETTTTTETTETT G T
784 793 802 811 —820 829 838 847 856 865 874

wl Apnl
1320 ¢ aerry N Bamtll Gl M2

L @t porAs

660 { - - — e —m = == mmm - —— e
o X (o000 00 A XA 00 [ ..3 OO S @ .JQoP
GGEAGEGGTTTGTAGEC TTECTCGEGTT G TAG ThGC TG by A TC TETT TTCACGG CC Oﬂﬂ%ﬂ..ﬁ.ﬁﬂﬂﬁﬂﬂﬂmm GT°T mnH.H P T
883 892 901 910 ” 91 8 528 937 946 955 964
_
1320 ot m _
660 1475 %aF,
0 ¢ D00 0000 X0 X0 AT A 00l I IK X DOgQOC S O X
ITG GC TGEG T G G 7 GTAG ATGG T CG 4 CECEe T'T G e Tl ¢ T T GGG GG G C CEA TCAA TTGEG € TG TGE C.AM C
ov3 982 991 1000 1009 1018 1027 1036 !
1320
660
b KA IR Seoen O N OV Ssaras SO B R O R ey T
T T CG CC TAA TG A CC T T T GG GG T EE T TTGEGE E€C T G m T e T g € c G [0 T &L
1054 1063 1072 1081 1090 1099 1108

1320
660

Printéd on: Wed Jun mm_moﬂmm;m_u_s. JST Electropherogram Data Page 2 of 2



Applied

W.Om<m.nm:._m D04425A2_A7F1_2_SV40pro_F_V2_F06_18_ABI24 Inst Model/Name 3500/3500 Instrument
D04425A2_A7F1_2_SV40pro_F_V2 Jul 14,2017 02:10PM, JST
SIN G:39 A:44 T:34 C:49 primer name .G : m<m_.on_.olﬂl<m KB_3500_POP7_BDTv3.mob Jul 14,2017 02:37PM, JST
KB.bcp 5'- TCGGCC , Pts 1379 to 13500 Pk1 Loc:1356 . Spacing:12.09 Pts/Panel1350
KB 1.4.1.8 Cap:18 TCTGAGETATTC =8 Version 6.0 HiSQV Bases: 1023 Plate Name: 20170714 _kitaku
_ (GG GC G GGICATICG Z(CTTTTT ‘_monq GGCTTTTGE TCGATCAAG AG ACAGG ATG A GG enmm.w_.ww,sniiu% TTGAACARG ATGGATTGCACGCAGG TTCTCCG GCUL
1 10 Nm_ 37 4 55 64 73 2 100 109 11
\ gflart 0
1122 | GO gro [0 Z@ N\_Aas\ﬂ
| . ) Bg W Wl |
IGeTTGEETE GAGRSECT :nmmnq TGACTEEL GCAC B CGGETGETETG CGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTT GTC)
8 197 136 145 154 163 172 181 190 199 208 217 226
1122
i :EE A oot .E Wt it :E:E E::: —
; WA AL A A W VAN AN AR ) W\
ICGACCTGTCC GG CECTGE TG ETGE GACGAGGCAGCGLCGGC TATCGTGGCTGGCCACGACGGGCGTTCCTTGCGLC AGC TGTGCTCGACGTTGTCACT GC GGG
235 253 262 271 280 289 298 307 316 325 334 343

1122

- s:?:a.:_: - il a::s.:a:_ T

GGG/ CTGGCTGCTATTGGGCG GTGCC GG GG CAGGATCTCCTEG TCATC TCAC CT TEGCTLC TGC CGAG

TCCATCATGGC TGATGC TGCGGCGGCTGCATACGCTT
352 361 370 379 388 397 406 424 433 442 451
1122
G >>>> A /\/\%
0o \
GATCCGGCT nnqom.n.ﬁ TTEGACCACLE H.DOO TCGAGCGAGCACE TACTCGGATGEG GCCGGTCTTGTCGATCAGG AQ ICTGG ACG GAGCATCECAGG(

460 469 478 487 496 505 514 523 532 541 550 259 568

= %%?%?%g%%%% %é%?%éi il

:GCTCGCGCCAGCCG CTGTTC GCCAGGC TC GGCGAGCATGCCCGACGGCCAGGATCTCGTCG TGACCCATGGECECGATGCCTGCTTGC CG TATCATGGT GG
577 586 . 595 604 613 622 631 640 649 658 667 676

Neol
1122
| N : '
o oo gl
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Applied D04425A2_ATF1_2_SVA4Opro_F_V2_F06_18_ABI24

Biosystems D04425A2_A7F1_2_SV40pro_F_V2
S/N G:39 A:44 T:34 C:49 KB_3500_POP7_BDTv3.mob
KB.bcp Pts 1379 to 13500 Pk1 Loc:1356
KB 1418 Cap:18 Version 6.0 HiSQV Bases: 1023

Inst Model/Name 3500/3500 Instrument
Jul 14,2017 02:10PM, JST

Jul 14,2017 02:37PM, JST
Spacing:12.09 Pts/Panel1350

Plate Name: 20170714 _kitaku

SCCGCTTTTCT GGATTCATCGACTGTGGCCGGLCTGGETE TGEC B GACCGETATCAG GACATAGCGTTGGET
685 694 703 712 T2% 730 739 748

1122

A

CCCGTGATATTGCTGAAGAGCTTGGCG GCGAA TG GGC1
757 766 775 784

o MM ........_r.L:...,._r....’..r.t. T TG LA VI G LSS A

GACCGCTTCCTCGTGCTT TACGGTATCGCCGC TCCCGATTCGCAGC GCATCGCCTTCTATCGCCTTCTTG n-ﬂ.‘m;eneemﬂm
193 802 811 820 829 838 847 856

55 Neo/KanR

CGGGACTCTGGGGTT CG T
883 892

865

561 :
o 000N 0 B o0 ety oy
G 4ACCG CC GCGACGCCC EECT G CEATCAC G G TIRTEE F e ¢ REse6 Diehs £ G T 2D AT & GGTTGGGC TT C GG TeE ‘@ TT T'D-CC GE —G G GC
901 910 Bm__ 928 937 946 955 964 973 o 991
|
1122 |
56l

TGE ATGATCLC TCC AG C G CGGEGGEE T9E TG TEETEG AG ITWC TTCG CCEACCE T
1000

1009 1018 1027 1036 1045 1054

|
0 N 00006 NI T 0 XXX 00000 I 0000 00 DX el g

GGG GG GGCT ¢ TR C A C CCG G G AG C

1063 1072 1081

1122
56l
O N X X e, e
ECC G CEG C T 1GG C GG C T GG & CG T
1108
1122
561
o >
TETT T@ T T I T =C G
TE7T 118
1122
26
0

[ C GGG 'G T IT G ‘G G v e
1144 1153 1162
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