=) Gene Engineering Division
RIKEN BioResource Research Center

ﬁ RIKEN DNA BANK clone name : pT2/shp53/shNfl/CMV-PDGFA-IRES-DsRed

RIKEH
BRC
@ Clone ID : RDB _ 16063
® Lot . 16063 _ A8Id
@ DNA Concentration : 25 nanogram/microliter
@ Volume s 40 microliter
@® Form C DNA solution in TE buffer
@ Host g DH5 alpha
@ Culture : LB medium
@ Antibiotics 2 100 microgram/ml Ampicillin
@ Purification E QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 16063
(NEB#N3200L),
250 ng/well + T
3 2 8% © E
(= ol < = 0
> m Z2 X m
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Beglll : 14 kbp
Ncol : 55,18 kbp
Xhol : 44 27 kbp
BamHI : 29 23,19 kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence - E -
Sequence — B IRES-M_R Sequence — F -
Sequence ~ C M13 -40 Sequence - G -
Sequence - D mRFP1-inner1 Sequence — H -

APPROVED BY :

http://dna.brc.riken jp



Applied

Bi osystems D05854A4-2_A8ld_CMV-Forward_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A4-2_A8ld_CMV-Forward Oct 02,2018 01:20PM, JST
S/N G:69 A:103 T:80 C:1 primer name b‘ : CMV_Forward KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp i ’ Pts 1587 to 12224 Pk1 Loc:1564 Spacing:10.84 Pts/Panel1350
KB 1418 Cap5 5 ECACCARRATCARCECEACTT -3 Version 6.0 HiSQV Bases: 935 B Plate Name: 20181002 _kitaku
¢ T C(tG CCCCATTG fcad TG GGCGGTAGGCG TG TACE G TG GG ZGGTCTATATAAG CAGAGC om‘.ﬂ_j.-mqm £C 6 TOUAG BT GCG CTAG CECTACCG G
10 19 ; 55 82 91 100
— D\& \/ wwwx;g\ﬁ@\\\ Nhel
1068
O — ——— -
CTCAGATCTCGAGCTCAAGCTTCG AATTCACTAGT TGCGATG AGGACCTTGGCTTGCCTGCTG CTCC TCGGCTGCG G ATACCTCGCCCATG TTCT GGCCGAGG AAGT
109 : 118 = 127 136 145 farft54 Hmw 172 181 Sw 208 217
% P /]
L Bl T Sacl Hindll EcoRI w\& hum (Refreg:NH 00240).C payt . \477.)
, . I !
0 ,p.m VIV YUYV LV VYV | \
TCCCCCE CG AGE TGATC GAGAGGCTGGCCCGCAGTCAG ATCCACAGCATECGGEG ACCTCCAGCGACTCE TGE AGATAGACT CCGT AG GG AGTGAGGATTCTT TGGACACK
226 235 244 253 262 271 280 289 298 307 316 325 3
1068
Il \ . Ul
0 h At ! ‘ AR Lt L | . L '
TAGCCTG AGAGCTCACG GGG TCCACGC CACTARGCATGTGCCCGAGAAGCGGLCCCC TGCCCAT TCGGAGE AAGAGARGCATCGAGS CTGTCCCCGCTG TCTGCAAGACCAGG
34 343 352 y 3e 370" 379 388 397 406 415 424 433 442
. Sacl T+ C 2 CAT+o CAL
1 His, Synonym
> o =E A iy
o VYV VAWV A VYA VNV ANV ] LW VA
CGETEAT TTACGAGATTCETEE 6 AE TCAGE TCEACECTALGITE EEEL CTTCCTGATCTGGCCCCCG TGCGTG GAGG TG E.GC TG CACEE B TECTE CARCAC GAG T
451 460 459 478 487 496 505 514 523 532 541 550 55
all
1068
534 —
o VW W W] MWW VWYY VY T
G TG TCAAGT GC CAGCCECTCCCGCGTCCACCAL GG CAGCG TCAAGG TGGCCAAGGTGGAATACGT CAGGAAGAAGCC T GAAGTCCAGGTGAGGTTAGAG
9 568 577 586 595 604 613 622 631 640 649 658 6€

1068
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Applied

Biosystems D05854A4-2_A8ld_CMV-Forward_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument
D05854A4-2_A8ld_CMV-Forward Oct 02,2018 01:20PM, JST
SIN G:69 A:103 T:80 C:133 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 1587 to 12224 Pk1 Loc:1564 Spacing:10.84 Pts/Panel1350
KB 1.4.1.8 Cap:5 Version 6.0 HiSQV Bases: 935 Plate Name: 20181002_kitaku
SAGCATT TEGAGTGU GEETGEC EGACCACARAGL BTG TCCGEG ATTATCG GGCAAGAG GACACGGE B AAG GCCTAGGGAGTCAGGT GG G
i7 676 685 694 703 712 721 730 739 748 757 766
1068
> ool e W e oo Moo W/
| \Q/\/\/ P VA ¥ ot
\ EiGT T cocagoradaccagee CCAG AT T &g TTETECAGTEGACEETAGEG CGedE e CGEEE ATEC BC T'CC TCTCE B TEerCeE T
775 Eﬂ_‘% 793 802 e 811 820 gzg ! 838 847 8584 865
I
EwRL 74T Sall Konl |
1068
534 _ .
0 el i s ool SO 000000 ot NERN) L0 £06 000 . NN
ICCTAACG TTACT GEEEG GGG & TEGE ) G GCC6GTE TELEE TTTE TC TATATG TAATT YT ECACE CATA TTg €EG T
874 883 892 901 910 919 928 937
1068
534

GGG CCC GG

1068
534

1068
534

1068
534

L0
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Apphed

H D05854A4-2 A8ld IRES-M R _C02 08 ABI24 Inst Model/Name 3500/3500 Instrument
tems iy =R.ol2 0
W__Qm<w D05854A4-2_A8ld_IRES-M_R Oct 02,2018 01:20PM, JST
S/N G:125 A:203 T:16( primer name \W : _mmmu_{__l_nﬂ KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp 5. AAGGGTCGCTACAGAC _a Pts 1588 to 12476 Pk1 Loc:1565 Spacing:10.84 Pts/Panel1350
KB 1418 Cap8 IETTE <& i Version 6.0 HiSQV Bases: 968 Plate Name: 20181002 _kitaku
TTC TICAG /GG |ACTGCTTCCT TCACG #CAT TCLACAG ACCTTG CATTCCTTTG GCG AG 2GGGG G ACCCC TAGG AATGCTCG TCAAG AAG ACAGGG CCAGG T
i 10 | 19 28 37 46 55 64 73 82 91 100
948 ITRESZS
) My i \
0 ( XX AN v
TTCCGGGCCCTCACATTGCC GACGGCAATATGGTGG TAACATATAG AC CGCACACCGGCCTTATTCCAAG CGGCTTCCE GCCAC TAACG TTAG GGGEGEGGE |
109 118 127 136 145 154 163 172 181 190 199 208
948
474
0 | | | ._ WY |
S AGGG AGAGGHGCGEGGATCCEGGGCCCGCGGTACCGTECGACTG CAG T TECGATTA TET GGTRG GET GET T TACG TGEECT TTTAACE T T TP TCT TTT CCET T'TTT T&A CE'T G&C T'Q
217 226 335 T 244 262 271 280 Gtop 289 298 307 316 325
BamHI Sinal %& fonl Sall B1T FeoRT b CTA ( Refseq :
948 human PDGFA ( Kefseq .
B s A s WA AR AR AN AN AN A
0 | — \[\ ] N J W M\ \
CCTAGGCCTTCCCGTGTCCTCTTCCCGATAATCC GG ATTCAGGCTTGTG GTCGCGCAGGCGE ACTCC TGETCCTCTAACCTCACCTGG ACTTCTTTTAATTTTG GCTTCTT
334 343 352 361 370 379 388 397 406 415 424 433 442

oas NM-002600.5 U3 .. 1479)
Ms %%gggigggggégg

CCTGACGTATTCCACCTTGGCCACCT TG ACGCTGCGEGTGGTGGACGC GGG AGGGCTGGCACT TG ACACTGC TCGTGTTGCAGCAGCCGGTGCAGCGTTTCACCTCCACGCAC

451 460 469 478 487 496 505 514 523 532 541 550
948
474
|0 §§>§§§§§§§%§§S§%§g§%§§§
GGGGGCCAGATCAGG GTTEGCGGACGTGGGEGTEGACCTGACTLCCGAGG TC TLGT TGACCGTCCTGGTCTTGCAGACAGCGGGG ACAGC TTCCTCGATGCTTC1
559 568 577 586 595 604 613 622 631 640 649 658
Sall
948
474

7’@ NN NAAASN AAANAAAAANNAANNAAANDANNANNNANN NN AN NN AEANNA AN SN A AN A NSNS DN
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~ Applied

Inst Model/Name 3500/3500 Instrument

A4-2_A8Id_IRES-M_R_C02_08_ABI24
Biosvstems D05854 s L R_C02_08_
e D05854A4-2_A8Id_IRES-M_R Oct 02,2018 01:20PM, JST
SIN G:125 A:203 T:166 C:237 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.becp Pts 1588 to 12476 Pk1 Loc:1565 Spacing:10.84 Pts/Panel1350
KB14.18 Cap8 Version 6.0 HiSQV Bases: 968 Plate Name: 20181002_kitaku
CTTCCTCCGAARTGGGCAGGGGCCGCTTCTCGGGCACATGCTTAGTG GCGTGGACCCCGTEAGCTCTCAGGCTGGTGTCC G TCCTICACTCCCTACGGEAGTC
667 676 685 £94 703 712 ,_\ 721 730 739 748 757 766
. ngﬁwr??ﬂ: M/Qhun_.i
948 At CAT + CAC
474 ( His, syromym )
0
775 784 793 802 811 820 829 838 kwﬁ
GALS
948
474
D o > S < = e = = - S S S N e g~ e OO et 5 - A S N N i — e O e O e SN
TGCEE CCAEBTATCCGECARCCEAGCTCACCABRAGE € GCC GG TCE TCATRGE THG TG il ol ¢
874 883 892 901 910 919
948
474
O —————— e ——— e e e e —~ =
T& AG T'EE GEET AGEE T AG CEGE ATE LB AGGE ¢ TITCAE T2 Gig CETOC TEE TT AT G ge T { €6 ACCCGEE TA A ¢
964 973 982 991 1009 1027 1036
948
474
O —— e — —a —— e ——— |Im!|!i..;.H.I\1'.l|||f e ——

GG CC T AR CCCGG £ € 1 TTTT 6& CCG TCC T GG G G G G T
1045 1054 1063

¢C &6 C LE T e G
1090 1099

L=
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Appliea

Biosystems D05854A4-2_A8ld_M13_-40_A02_02_ABI24

D05854A4-2_A8Id_M13_-40

SIN G:23 A:44 T:47 C:5C primer name  (~  :M13_-40 KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Oct 02,2018 01:20PM, JST
Oct 02,2018 02:00PM, JST

KB.bcp Pts 1567 to 12383 Pk1 Loc:1544 Spacing:11.01 Pts/Panel1350
5-GTTTTC -3 . ) )
KB 1418 Cap:2 OO>O%O>HO>OOA%O.§ 8 Version 6.0 HiSQV Bases: 940 Plate Name: 20181002_kitaku
GGCCAG TG A (CGCGCG T/AACG ACT(AC TATAGGGCG/AT TG G AGCTCE G ATCCC TATACAGTTGAAGTCGGAAGTTTACATACAC TTAAGTTGGAGTCATT cl
1 0 19 28 37 4¢l 55 - 64 73 82 91 100 109
VSl BumHI | |
1232 | < SB IR/PR(L)
|
616 »— »r .
o) gy )
0o A0 e Ao A (VY AW Y
. TCGTTTTTCAACTAC TCCAC TTTCTTGTTEAC CAATAGTTTTGGCAAGTCAGTTAGG ACATCTACTTTGTGCATG ACACAAGTCATTTTTCCAACAATTGT TTACA
118 127 136 145 154 163 172 181 190 199 208 217
1232
- \ : |
o W WY YLV
GACAGATTATTTCACT TATAATTCACTGTATCACAA TTCCAG TG GG TCAG AAGTTTACATACAC TAAGTTG ACT GTG CC TT 1 CAGCTTGG TTCCAG TGATGT
226 235 244 253 262 271 280 289 298 307 316 325 334
1252 N
616
CATGGCTTTAG? GCT T GTACATGTGT TAGCTEC TETCTTEG GGAGCTATTACACATG TACIGGGG ATCTNGTGGTCTCATACAG CTTAT GATTCCC e G
343 52 361 370 / 379 N8 397 abe 415 424 433 442 I
g@m & romoTer
1232 m& \&d < H1 promo
. | e
0 WUVY \ A WY
GACAT TTCACGTTTATGGTGATTTECEAG CACATAGCGARCATGC TATTGCAGGGLGCCACE TCCCCTGTCCCTEACAGCCATC TTEET GCCAGGGEGCGBEAL GE GEGLE
31 460 469 478 487 496 505 514 523 532 541 550 559
1232
6l6 »
s (VYVVTVV N ANV SRR AT .
GGGTGT TCCCGCCTAGTGACAC TG GGCCCGEGCGAT TCCT TG GAGCGGGTTG ATGACGTCAGCG TTC/G AATTAGCTTG ATAGCT T G G ACACAATGAGATTAGATT
568 577 586 \D M 595 604 613 622 631 640 649 658 g67 7
Pr £ | sANFL
1232 ™
4
0 MY | ‘
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Applied

D05854A4-2_A8Id_M13_-40_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
W.Om<m._“m_.=m D05854A4-2_A8ld_M13_-40 Oct 02,2018 01:20PM, JST
S/N G:23 A:44 T:47 C:50 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp Pts 1567 to 12383 Pk1 Loc:1544 Spacing:11.01 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 940 Plate Name: 20181002_kitaku

CTETTH aoa TCTCATTGTGTC UG GGGATCTGTGGTC TCATACAG G AEA AG AT TEGE Tig 2 GACATTTCACGT TTATGGTGATTTC CLAG
676 694 703 712 721 730 739 748 757 766 778

1232 Sh \,\wn& H1 \v\\b:@*&\\

%é%ﬁgg% %8%5%%%

TAGC G T7
784

TTGEC

&66 QG0 B
802

CTCCECTGTECCT
811 820

CACAG CC

829 838

TETTCE _,mﬁb

CGCGCGCTGGGTG TTCCACG CC T A
856 865 !

GGG CGC
847

3 TG AC

0 e

CTEGGEREECGE CHEATTEETTGG AG E'GGIG TIITG TG CeTC 6 CGTTCG y ,.q_.:,u T CGG TTEEG pE TTCE T T e T oD G
874 883 892 901 910 919 928 937 946 955
1232
616
.
0 X0 T T 0ad XMV RO et 200 N OO mane KOl d Y e Do om &
GTAT GG yE T T € CG TCCTGG G GG G TR C6G T BEC AG'G T TGC TF & TIT T T G T T £ e Cc G¢{
964 973 982 991 1000 1009 1018 1027 1036
1232
616
0 N\ e B R o PP S, o -’ ’..I SESoa .Jrr\‘ BV oo e~ E
5 GG Tee T T G TIE € T G G C cC G T i T.ASAG G G T & G CGG T T T
1045 1054 1063 107 1081 1090 1099
1232
616
0 - 2= M S S e 2 - T o Sy e = O o= = St A
c @ G G G b
110¢
1232
616
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Applied

Biosystems D05854A4-2_A8ld_mRFP1-inner1_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument

D05854A4-2_A8ld_mRFP1-inner1 Oct 02,2018 01:20PM, JST
SIN G:117 A:183 T:140 C:2! primer name ) : mRFP1-inner1 KB_3500_POP7_BDTv3.mob Oct 02,2018 02:00PM, JST
KB.bcp _ Pts 1541 to 12277 Pk1 Loc:1518 Spacing:10.8 Pts/Panel1350
KB 1.4.1.8 Cap:11 - AGTGGGAGCGCGTGATGAAC -3 Version 6.0 HiSQV Bases: 946 Plate Name: 20181002_kitaku

CEGCCIGG 66 A & 10 icleAG G ICTCC TCCC TG CAGG 106G G O TCC T TCATC TAGEAG G TG GTTCATECG GCGTE CTTCCCCTCCGACGGCCCCG TAATGCAG
10 19 | 28 L. 55 64 73 82 g1 100 10¢

_ Tt %m Redl- £5pres

,

620 i
?
G GACTATG GG CTE GG AGGCCTCCACCGAGCGCC TG TACCCCCGCGACGGCGEGTGCTG GGGCGAG ATCCAC GGCCCTG GCTG GG ZXCGGCGGCCACTACCTGGT
3 118 127 136 145 154 163 172 G sl 190 129 208 207
1240
620
0 ) | | /
GGAGTTC GTCTATCTATATGGC CAAG GCCCGTGCAGCTGCCCGG CTACTACTACG TGGACTCECC GCTGGACAT CACCTCLCCAC CGAGG ACTACACCATCGTGGAGC
226 235 244 253 262 271 280 289 298 307 316 325 33¢
1240
620

o VIV f YT

GTACGAGCGCGCCGAGGGCCGCLCACCACCTGTTCCTGTANY mnmmﬂnmnm Rl TTCTCTAGAGCTCEEC TGATCAGCC TCEGACTETGCEC TTCTAGTTGCCAGE CATC TG TTG T'D Tt
i 343 352 361 370 ﬂJu 379 388 397 _ 406 415p 424 433 442

1240 NotL Xbal Socl bGH \8\%@3 mw&“&
> | il VW

SEEECTCLCLCEETGECC I'TE CTTG ABC CTGE 6 GETGCCAC TCECCACTGE TEETTTECT T TG AG G T TGCATE GC %ﬂn TETGAGTAG GTGTCATTCT A%O%Dmmn
451 460 469 478 487 496 505 514 523 532 541 550 559
1240
0 SH54 § BURA ‘ : SARSRANES
GGTGGGGETG GGG AGGACAGE GGGGGAGGATTGGG G AC TAGCAGGCATGCTGGE GATGCEGTEEGE ETCTATE GGTTC T GAGGCGG CCAGCTGGEGEGC
568 977 586 595 604 613 622 631 640 ° 649 658 667
1240
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Applieda

D05854A4-2_A8ld_mRFP1-inner1_D02_11_ABI24

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

Oct 02,2018 02:00PM, JST
Spacing:10.8 Pts/Panel1350

Plate Name: 20181002_kitaku

PETTTE
748

G Qe G T c T T GGC

57 766

~J

TCATTCTETE TAGCT

865

Biosystems
y D05854A4-2_A8ld_mRFP1-inner1
SIN G:117 A:183 T:140 C:229 KB_3500_POP7_BDTv3.mob
KB.bcp Pts 1541 to 12277 Pk1 Loc:1518
KB1.4.1.8 Cap:11 Version 6.0 HiSQV Bases: 946
TCGE AC TAG DOHJDOD.O & T TPEETATERE CTAG GGG TCTAGCTTGTG G Gig ET AR TEE
676 685 694 703 7.2 721 730 739
1240
o R G T
0 {000 Y S 0 NN0000AN0 (X 00100 0 00 i S e e e e e
T GiC T Ce T el o GTGT TG T CTTCTG Cee CTG GG TeeT 6 TG G | T
775 784 793 802 811 820 829 838
1240 V fm)w HN\@E QNV
620
0 %@%%&?%é%é;é
T T TE "G T kil L (% R B i | T ] .G TGG TG T IE C TG S DI G c GGG
874 883 892 901 910 919 928

TT G TG G TG 5 T T
964 873
1240
620
0 X OSe T T oaotoog
y T CE€ T & T g € T G
1027 1036
1240
620
| O e
E T T G C
1081
1240
620
0

26 T T T 6 € T G TG T T& T g TT CC G g T'T & g TE K T -
982 991 1000 1009 1018
S o> el el N S i
T €& & cc T €'G G G G G G G o e G G T BE G B A AEG CE I (|
1045 1054 1063 1072
e —— e
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